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Abstract	  	  Macrophages	   are	   key	   cellular	   mediators	   of	   the	   innate	   immune	   system.	   During	   an	  infection,	   phagocytosis	   of	   microorganisms	   delivers	   them	   to	   the	   macrophage	  phagolysosome	  where	  they	  are	  targeted	  for	  destruction	  by	  immediate	  antimicrobial	  responses.	   In	  parallel	  with	   this,	   signalling	  via	  pattern	  recognition	  receptors	   such	  as	  the	   Toll-­‐like	   Receptors	   (TLRs)	   turns	   on	   expression	   of	   a	   set	   of	   genes	   to	   enable	   a	  second	   wave	   of	   inducible	   antimicrobial	   responses.	   Such	   responses	   enable	  macrophages	   to	   combat	   microorganisms	   that	   can	   evade	   immediate	   antimicrobial	  pathways.	  Mouse	  models	  have	  provided	  a	  powerful	  tool	  to	  study	  the	  innate	  immune	  system	   in	   the	   context	   of	   infection	   and	   inflammation,	   however	   some	   antimicrobial	  pathways	   are	   divergently	   regulated	   between	   human	   and	   mouse.	   This	   may	   partly	  reflect	   divergent	   evolution	   between	   species,	   due	   to	   selection	   pressure	   to	   co-­‐evolve	  with	  rapidly-­‐evolving	  pathogens.	  In	  view	  of	  this,	  this	  project	  aimed	  to	  explore	  novel	  aspects	  of	  human	  macrophage	  antimicrobial	  pathways.	  	  	  In	  Chapter	  3	  of	  this	  thesis,	  genetic	  analysis	  was	  conducted	  to	  validate	  the	  differential	  expression	   of	   novel	   TLR4-­‐inducible	   genes	   in	   primary	   human	   versus	   mouse	  macrophages.	   From	   this	   initial	   analysis,	   four	   genes	   (RNF144B,	   BATF3,	   G0S2	   and	  
SLC41A2)	  were	  chosen	  for	  further	  functional	  analysis.	  In	  addition	  to	  their	  differential	  regulation,	  these	  genes	  were	  chosen	  based	  on	  novelty	  and	  biological	  functions	  in	  the	  context	   of	   innate	   immunity.	   Functional	   analysis	   by	   gene	   knockdown	   focused	   on	  investigating	   potential	   roles	   in	   macrophage	   inflammatory	   and	   antimicrobial	  responses.	  These	  studies	  led	  to	  the	  identification	  of	  the	  E3	  ubiquitin	  ligase	  RNF144B	  as	  a	  novel	  regulator	  of	  NLRP3	  inflammasome	  activation.	  Further	  analysis	  (Chapter	  4)	  revealed	   that	   RNF144B	   broadly	   affected	   inflammasome	   function	   by	  mediating	   LPS	  inducible	   expression	   of	   the	   inflammasome	   substrate,	   IL-­‐1β.	   Consequently,	   p21WAF1	  was	   investigated	   as	   a	   potential	   RNF144B	   target	   that	   controls	   regulated	   IL-­‐1β	  expression	  in	  human	  macrophages.	  	  	  The	   second	   approach	   to	   investigate	   novel	   human	   macrophage	   antimicrobial	  mechanisms	  was	   to	   examine	   the	   effect	   of	   pharmacological	   agents,	   currently	   under	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investigation	   as	   modulators	   of	   inflammation	   and	   innate	   immunity,	   on	   human	  macrophage	   antimicrobial	   responses	   against	   Gram-­‐negative	   bacteria	   (Chapter	   5).	  Previous	   studies	   utilising	   histone	   deacetylase	   inhibitors	   (HDACi)	   in	   mouse	  macrophages	   had	   demonstrated	   that	   HDACi	   impair	   macrophage	   phagocytosis	   and	  antimicrobial	   responses.	   However,	   I	   found	   that,	   while	   pre-­‐treatment	   of	   primary	  human	  macrophages	  with	  HDACi	  did	  compromise	  phagocytic	  uptake	  of	  bacteria,	  co-­‐treatment	  with	  HDACi	  actually	  enhanced	  clearance	  of	  S.	  Typhimurium	  and	  E.	  coli	  by	  promoting	   the	   generation	   of	  mitochondrial	   reactive	   oxygen	   species.	   The	  G	   protein-­‐coupled	   receptor,	   C5aR,	   was	   also	   revealed	   to	   amplify	   antimicrobial	   responses	   in	  human	  macrophages	  via	  an	  ERK-­‐dependent	  pathway.	  These	  pharmacological	  studies	  thus	   provided	   new	   insights	   into	   regulation	   of	   human	   macrophage	   antimicrobial	  responses	  against	  Gram-­‐negative	  bacteria.	  	  In	   summary,	   findings	   from	   this	   thesis	   revealed	  RNF144B	  as	  a	  novel	  human-­‐specific	  regulator	   of	   TLR-­‐inducible	   IL-­‐1β	   expression	   in	  macrophages,	   and	   the	   potential	   for	  HDACi	  and	  C5aR	  agonists	  to	  boost	  the	  clearance	  of	  intracellular	  pathogens	  by	  human	  macrophages.	  Thus,	  knowledge	  generated	  from	  this	  thesis	  provides	  new	  insight	  and	  avenues	   for	   future	   research	   on	   the	   molecular	   mechanisms	   that	   regulate	   both	  inflammatory	  and	  antimicrobial	  responses	  in	  human	  macrophages.	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  CXCL	   	   C-­‐X-­‐C	  motif	  chemokine	  DAMP	   	   Danger	  associated	  molecular	  pattern	  DC	   	   Dendritic	  cell	  ERK	   	   Extracellular	  signal-­‐regulated	  kinase	  G-­‐CSF	   	   Granulocyte	  colony	  stimulating	  factor	  GM-­‐CSF	   Granulocyte/macrophage	  colony	  stimulating	  factor	  HECT	   	   homology	  to	  E6AP	  C	  terminus	  	  	  HHARI	  	   human	  homolog	  of	  Ariadne	  HMDM	  	   Human	  monocyte-­‐derived	  macrophage	  HMGB1	   High-­‐mobility	  group	  box	  1	  protein	  HOIL-­‐IL	   Heme-­‐oxidised	  IRP2	  ligase-­‐1	  HOIP	   	   HOIL-­‐IL-­‐interaction	  protein	  IBR	   	   conserved	  in-­‐between-­‐RING	  IDO	   	   Indoleamine	  2,3-­‐dioxygenase	  IL	   	   Interleukin	  iNOS	   	   Inducible	  nitric	  oxide	  synthase	  IRAK	   	   IL-­‐1R	  associated	  kinases	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IRF	   	   Interferon	  regulatory	  factor	  LDH	   	   Lactate	  dehydrogenase	  LPS	   	   Lipopolysaccharide	  LRR	   	   Leucine-­‐rich	  region	  LUBAC	  	   Linear	  ubiquitin	  chain	  assembly	  complex	  MAPK	   	   Mitogen-­‐activated	  protein	  kinase	  MEK	   	   Mitogen-­‐activated	  protein/extracellular	  signal-­‐regulated	  kinase	  kinase	  MHC	   	   Major	  histocompatibility	  complex	  mitoROS	   Mitochondrial	  ROS	  MMP	   	   Mitochondrial	  membrane	  potential	  MOI	   	   Multiplicity	  of	  infection	   	  MyD88	   Myeloid	  differentiation	  factor	  88	  NADPH	   Nicotinamide	  adenine	  dinucleotide	  phosphate	  NAIP	   	   NLRC	  subfamily	  member	  Apoptosis	  Inhibitory	  Protein	  NFκB	   	   Nuclear	  factor	  kappa-­‐light-­‐chain-­‐enhancer	  of	  activated	  B	  cells	  NLR	   	   Nucleotide-­‐binding	  oligomerization	  domain-­‐like	  receptor	  PAMP	   	   Pathogen-­‐associated	  molecular	  pattern	  PMA	   	   Phorbol	  12-­‐myristate	  13-­‐acetate	  PRR	   	   Pathogen	  recognition	  receptor	  PyHIN	  	   Pyrin	  and	  HIN	  domain-­‐containing	  protein	  RA	   	   Rheumatoid	  arthritis	  RING	   	   really	  interesting	  new	  gene	  RNS	   	   Reactive	  nitrogen	  species	  ROS	   	   Reactive	  oxygen	  species	  SAHA	   	   Suberoylanilide	  hydroxamic	  acid	  STAT	   	   Signal	  transducer	  and	  activator	  of	  transcription	  TEPM	   	   Thioglycollate-­‐elicited	  peritoneal	  macrophage	  Th1	   	   Type	  1	  helper	  T	  cell	  Th17	   	   Type	  17	  helper	  T	  cell	  Th2	  	   	   Type	  2	  helper	  T	  cell	  TIR	   	   Toll-­‐IL-­‐1	  resistance	  TLR	   	   Toll-­‐like	  receptor	  TSA	   	   Trichostatin	  A	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1.1. Macrophages	  and	  the	  Innate	  Immune	  System	  The	   immune	   system	   consists	   of	   a	   complex	   system	   of	   biological	   structures	   and	  processes	   which	   function	   to	   protect	   the	   host	   against	   infectious	   diseases,	   tissue	  damage	   and	   dysregulated	   homeostasis.	   The	   first	   layers	   of	   protection	   are	   physical	  barriers	  such	  as	  the	  skin,	  mucous	  membranes	  and	  secretions	  that	  coat	  these	  surfaces.	  Once	   barrier	   defence	   is	   breached,	   the	   second	   line	   of	   defence	   involving	   the	   innate	  immune	   system	   is	   activated.	   This	   arm	   of	   immunity	   is	   rapidly	   activated	   upon	  recognition	   of	   specific	   danger	   signals,	   leading	   to	   initiation	   of	   antimicrobial	   and	  inflammatory	   responses.	   Innate	   immune	  mediators	   include	   soluble	   factors	   such	   as	  complement,	  as	  well	  as	  phagocytic	  leukocytes	  such	  as	  neutrophils,	  macrophages	  and	  dendritic	  cells	  that	  are	  present	  at	  and/or	  migrate	  to	  the	  site	  of	  infection.	  These	  cells	  engulf	   and	   eliminate	   pathogens,	   secrete	   soluble	   mediators	   (e.g.	   cytokines,	  chemokines)	   and	   present	   antigens	   to	   T	   cells	   to	   recruit	   the	   third	   and	   last	   line	   of	  defense	   –	   the	   adaptive	   immune	   system.	   Adaptive	   immunity	   differs	   from	   innate	  immunity	   in	   that	   it	   is	   able	   to	   generate	   antigen-­‐specific	   and	   memory	   immune	  responses	  to	  enable	  effective	  host	  defence.	  Adaptive	  immunity	  is	  intimately	  linked	  to	  innate	   immunity;	   the	   innate	   immune	   activation	   is	   required	   for	   the	   development	   of	  adaptive	   immunity,	   and	   antigen-­‐specific	   immune	   responses	   often	   activate	   innate	  immune	   cells	   to	   elicit	   optimal	   antimicrobial	   responses.	   Hence,	   the	   innate	   immune	  system	  has	  a	  central	  role	   in	   immune	  responses	  and	  effective	  host	  defence.	  Amongst	  the	  cellular	  mediators	  of	  the	  innate	  immune	  system,	  macrophages	  play	  a	  critical	  role	  in	  regulating	  immune	  responses	  by	  clearing	  infectious	  pathogens	  as	  well	  as	  initiating	  and	   resolving	   inflammation	   in	   response	   to	   endogenous	   danger	   signals	   and	   threats	  from	  invading	  microbes.	  	  	  
1.1.1.	   Monocyte/Macrophage	  Differentiation	  Differentiation	   of	   haematopoietic	   stem	   cells	   (HSC)	   within	   bone	   marrow	   into	  monocytes	   requires	   several	   growth	   factors	   and	   cytokines.	   These	   include	   growth	  factors	   such	   as	   stem	   cell	   factor	   (SCF),	   macrophage	   colony	   stimulating	   factor	   (M-­‐CSF/CSF-­‐1),	  granulocyte	  colony	  stimulating	  factor	  (G-­‐CSF),	  granulocyte/macrophage	  colony	   stimulating	   factor	   (GM-­‐CSF)	   and	   multi-­‐CSF	   (IL-­‐3)	   (Barreda	   et	   al.,	   2004;	  Fairbairn	  et	  al.,	  2011).	  The	  CSF-­‐1	  receptor	  is	  indispensable	  for	  development	  of	  most	  tissue	   macrophages,	   osteoclasts,	   Langerhans	   cells	   and	   Paneth	   cells	   (Stanley	   and	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Chitu,	  2014).	  GM-­‐CSF	  and	  IL-­‐3	  are	  required	  during	  early	  expansion	  and	  maturation	  of	  haematopoietic	   progenitors,	   while	   M-­‐CSF	   and	   G-­‐CSF	   play	   roles	   in	   proliferation,	  differentiation,	   and	   survival	   of	   macrophages,	   neutrophils	   and	   their	   precursors	  (Barreda	   et	   al.,	   2004).	   IL-­‐34	   was	   also	   recently	   discovered	   as	   a	   growth	   factor	   that	  signals	  through	  the	  CSF-­‐1	  receptor	  and	  is	  specifically	  required	  for	  differentiation	  and	  maintenance	  of	  microglia	  and	  Langerhans	  cells	  (Liu	  et	  al.,	  2012;	  Wang	  and	  Colonna,	  2014;	  Wei	  et	  al.,	  2010).	  	  Human	   monocytes	   are	   typically	   classified	   into	   three	   main	   subsets	   based	   on	  expression	  of	   the	  CD14	   (endotoxin	  co-­‐receptor)	  and	  CD16	   (FcγIII	   receptor)	   surface	  markers.	   These	   subsets	   are	   the	   classical	   inflammatory	   or	   phagocytic	   monocytes	  (CD14++CD16-­‐),	   intermediate	   or	   inflammatory	   monocytes	   (CD14++CD16+)	   and	   non-­‐classical	   or	   patrolling	   anti-­‐inflammatory	   monocytes	   (CD14+CD16++)	   (Ziegler-­‐Heitbrock	   et	   al.,	   2010).	   In	   human	   monocyte	   differentiation,	   it	   is	   thought	   that	  CD14++CD16-­‐	   classical	   monocytes	   depart	   the	   bone	   marrow	   and	   sequentially	  differentiate	  into	  CD14++CD16+	  intermediate	  monocytes	  and	  finally	  into	  CD14+CD16++	  anti-­‐inflammatory	  monocytes	  in	  peripheral	  blood	  (Zawada,	  2012).	  	  	  In	  mice,	  a	  different	   set	  of	   cell-­‐surface	  markers	  are	  used	   for	  parallel	   classification	  of	  monocytes.	  These	  subsets	  and	  their	  human	  monocyte	  counterparts	  are	  classified	  as	  follows:	  Ly6Chigh	  (both	  CD14++CD16-­‐	  and	  CD14++CD16+	  subsets	  classified	  together	  as	  CD14high)	  and	  Ly6Clow	  (CD14+CD16++	  or	  CD16+)	  (Ginhoux	  and	  Jung,	  2014;	  Yang	  et	  al.,	  2014).	   In	   terms	   of	   function,	   murine	   monocytes	   are	   classed	   as	   phagocytic	   or	   pro-­‐inflammatory	  (Ly6Chigh)	  and	  patrolling	  or	  involved	  in	  tissue	  repair	  (Ly6Clow)(Yang	  et	  al.,	   2014),	   and	   are	   thought	   to	   differentiate	   from	   Ly6Chigh	   to	   Ly6Clow	   cells	   in	   the	  circulation	  (Varol	  et	  al.,	  2007;	  Yona	  et	  al.,	  2013).	  However,	   there	   is	  also	  speculation	  that	  Ly6Clow	  monocytes	   and	   their	  human	   counterparts	   (CD16+	  monocytes)	   function	  as	   terminally	   differentiated	   luminal	   blood-­‐resident	   macrophages	   rather	   than	   true	  monocytes,	   due	   to	   their	   primary	   functions	   in	   surveying	   endothelial	   integrity,	   and	  their	   long	   steady-­‐state	   half-­‐life	   of	   2	   days	   (in	   comparison	   to	   20	   hours	   for	   Ly6Chigh	  monocytes)	  (Auffray	  et	  al.,	  2007;	  Carlin	  et	  al.,	  2013;	  Yona,	  2013).	  Ly6Clow	  cells	  have	  also	   been	   shown	   to	   respond	   to	   local	   danger	   signals	   by	   recruiting	   neutrophils	   and	  triggering	   focal	  endothelial	  necrosis,	   then	  subsequently	  phagocytosing	   the	  resultant	  cellular	   debris	   (Auffray	   et	   al.,	   2007;	   Carlin	   et	   al.,	   2013).	   In	   contrast,	   Ly6Chigh	   and	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CD14+	   monocytes	   are	   accepted	   as	   true	   classical	   monocytes	   that	   respond	   to	  inflammation	   and	   are	   precursors	   of	   peripheral	   mononuclear	   phagocytes	   (Ziegler-­‐Heitbrock	  and	  Hofer,	  2013).	  	  	  The	   description	   of	   the	   mononuclear	   phagocyte	   system	   (MPS)	   in	   terms	   of	   the	  homeostatic	   maintenance	   of	   tissue-­‐resident	   macrophages	   through	   constant	  recruitment	  and	  differentiation	  of	  blood	  monocytes	  (van	  Furth	  and	  Cohn,	  1968)	  was	  widely	   accepted	   for	   decades.	   However,	   recent	   parabiotic	   experiments	   involving	  shared	   blood	   circulation	   between	   wild-­‐type	   mice	   and	   CCR2-­‐deficient	   mice	   that	  possess	   monocytes	   incapable	   of	   exiting	   bone	   marrow	   (Serbina	   and	   Pamer,	   2006),	  have	  challenged	   this	  view.	  These	  studies	  revealed	   that,	  while	  circulating	  monocytes	  predominantly	  originated	  from	  the	  wild-­‐type	  mouse,	  tissue	  macrophage	  populations	  remained	   chimeric	   within	   the	   two	   mice.	   This	   and	   other	   studies	   indicate	   that	  peripheral	   tissue	   macrophage	   populations	   are	   not	   solely	   reliant	   on	   monocyte	  replenishment	   (Hashimoto	   et	   al.,	   2013;	   Yona,	   2013).	   Rather,	   it	   has	   recently	   been	  discovered	   that	   tissue-­‐resident	   macrophages	   in	   adults	   can	   be	   derived	   from	  embryonic	  progenitors	  in	  the	  embryonic	  yolk	  sac	  and	  fetal	  liver	  that	  seed	  developing	  tissues	   before	   birth	   and	   persist	   by	   self-­‐renewal	   throughout	   life	   (Ginhoux	   and	   Jung,	  2014).	  Upon	  pathogen	   invasion,	   inflammation	  or	   tissue	   injury,	   these	  tissue-­‐resident	  macrophages	   proliferate	   and	   also	   recruit	   Ly6Chigh/CD14high	   blood	   monocytes	   to	  differentiate	   into	   tissue-­‐resident	   macrophages	   and	   dendritic	   cells	   for	   immune	  responses	  in	  inflamed	  tissue	  (Gomez	  Perdiguero	  and	  Geissmann,	  2013;	  Jenkins	  et	  al.,	  2011;	   Sieweke	   and	   Allen,	   2013).	   However,	   there	   are	   some	   organs	   in	   adults	   that	  contain	   populations	   of	   highly	   specialised	   macrophages	   that	   do	   rely	   on	   monocyte	  maintenance,	   such	   as	   the	   intestine,	   skin,	   spleen,	   uterus,	   and	   possibly	   the	   heart	   (A-­‐Gonzalez	   et	   al.,	   2013;	   Ginhoux	   and	   Jung,	   2014;	   Tamoutounour	   et	   al.,	   2013;	  Tamoutounour	   et	   al.,	   2012).	   This	   is	   very	  much	   an	   emerging	   research	   area	   that	   has	  been	  studied	  mainly	   in	  the	  context	  of	  homeostasis.	   Indeed,	   the	  contribution	  of	  HSC-­‐derived	  monocytes	  versus	  embryonic-­‐derived	  macrophages	  to	  the	  macrophage	  pool	  in	   specific	   tissues	   is	   likely	   to	   be	   greatly	   influenced	   by	   the	   past	   and	   present	  inflammatory	  microenvironment,	   which	  may	  well	   skew	   tissue-­‐residue	  macrophage	  populations	  towards	  being	  monocyte-­‐derived.	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1.1.2.	   GM-­‐CSF-­‐	  and	  M-­‐CSF-­‐differentiated	  macrophages	  Macrophages	   are	   pleiotropic	   cells	   that	   can	   exist	   in	   a	   multitude	   of	   phenotypes,	  depending	   on	   the	   environment	   they	   have	   been	   differentiated	   in	   or	   are	   exposed	   to	  upon	  differentiation.	  Different	  macrophage	  phenotypes	  were	  originally	  defined	  based	  on	   their	   activation/polarised	   status	   as	   M1/classically-­‐activated	   macrophages	   with	  roles	  in	  inflammation	  and	  host	  defence	  and	  M2/alternatively-­‐activated	  macrophages	  with	   roles	   in	   wound	   healing	   and	   tissue	   repair	   (Mills,	   2012;	   Mills	   et	   al.,	   2000).	  Macrophages	   differentiated	   with	   GM-­‐CSF	   or	   M-­‐CSF	   may	   be	   activated	   or	   polarised	  towards	  M1	   and	  M2	   phenotypes,	   and	   so	   are	   sometimes	   referred	   to	   as	  M1	   and	  M2	  macrophages	   (Jaguin	   et	   al.,	   2013).	   In	   vitro	   polarisation	   of	   monocytes	   into	   pro-­‐inflammatory	   M1-­‐polarised	   macrophages	   is	   conducted	   either	   by	   differentiating	  monocytes	  in	  the	  presence	  of	  GM-­‐CSF,	  or	  by	  stimulation	  of	  mature	  macrophages	  with	  microbial	   products	   and/or	   the	   inflammatory	   cytokines	   TNFα	   or	   IFNγ.	   The	   TNFα	  cytokine	   is	   produced	   by	   CD4+	  T	   cells,	   natural	   killer	   (NK)	   cells	   and	  neutrophils,	   but	  mainly	  by	  activated	  macrophages,	  and	  acts	  as	  a	  modulator	  of	  immune	  cells	  to	  induce	  inflammation	   and	   apoptotic	   cell	   death,	   and	   to	   inhibit	   viral	   replication	   and	  tumorigenesis	   (Aggarwal	   et	   al.,	   2011).	   IFNγ	   is	   predominantly	   produced	   by	   NK,	  natural	   killer	   T	   (NKT)	   cells,	   CD4+	   and	   CD8+	   T	   cells	   and	   functions	   to	   activate	  macrophages,	   induce	   major	   histocompatibility	   (MHC)	   II	   molecule	   expression	   and	  directly	   inhibit	   viral	   replication	   (Schoenborn,	   2007).	   An	  M2-­‐like	   phenotype	   can	   be	  generated	  by	  differentiating	  monocytes	  with	   the	  M-­‐CSF	  growth	   factor,	   triggering	  of	  Fcγ	   and	   Toll-­‐like	   receptors	   (TLR),	   immune	   complexes,	   and	   anti-­‐inflammatory	  signalling	  involving	  the	  anti-­‐inflammatory	  cytokine	  IL-­‐10,	  transforming	  growth	  factor	  β	   (TGF-­‐β),	   which	   controls	   proliferation	   and	   cellular	   differentiation,	   and	  glucocorticoids,	  which	  are	  steroid	  hormones	  that	  reduce	  inflammation	  (El-­‐Behi	  et	  al.,	  2011;	  Gordon,	  2003).	  M2	  polarisation	  in	  vitro	  is	  also	  promoted	  by	  Type	  2	  helper	  T	  cell	  (Th2)-­‐related	   cytokines	   such	   as	   IL-­‐4	   and	   IL-­‐13,	   which	   promote	   B	   and	   T	   cell	  proliferation,	  MHC	  Class	   II	  expression	  and	  anti-­‐inflammatory	  and	  allergic	  responses	  (Gordon,	  2003).	  	  GM-­‐CSF	   and	   M-­‐CSF-­‐derived	   macrophages	   have	   distinct	   gene-­‐expression	   profiles,	  phenotypes	  and	   functions	   (Hashimoto	  et	   al.,	   1999;	  Lacey	  et	   al.,	   2012;	  Martinez	  and	  Gordon,	  2014).	  GM-­‐CSF	  macrophages	  efficiently	  produce	  inflammatory	  cytokines	  IL-­‐
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1β,	  TNFα,	  IL-­‐6	  and	  IL-­‐12/-­‐23	  and	  participate	  in	  Type	  1	  helper	  T	  cell	  (Th1)	  responses	  that	  promote	  macrophage	  killing	  and	  proliferation	  of	  cytotoxic	  CD8+	  T	  cells	  (Gordon	  and	  Taylor,	  2005).	  On	  the	  other	  hand,	  M-­‐CSF-­‐derived	  macrophages	  take	  part	  in	  Th2	  responses	   and	   are	   involved	   in	   allergy,	   parasite	   clearance,	   immunoregulation,	  dampening	  of	  inflammation,	  tissue	  remodelling,	  angiogenesis	  and	  tumour	  promotion	  (Sica	  and	  Mantovani,	  2012).	  Metabolism	  in	  the	  two	  different	  macrophage	  populations	  is	  also	  distinct.	  GM-­‐CSF	  macrophages	  utilise	  arginine	  to	  produce	  nitric	  oxide	  (NO)	  for	  antimicrobial	  functions	  and	  inhibition	  of	  cell	  proliferation	  (MacMicking	  et	  al.,	  1997).	  In	   contrast,	   M-­‐CSF	   macrophages	   utilise	   conversion	   of	   arginine	   to	   ornithine	   and	  polyamine	   to	   promote	   cell	   repair	   and	   proliferation,	   collagen	   synthesis	   and	   tissue	  remodelling	   (MacMicking	  et	   al.,	   1997;	  Mills	   et	   al.,	   2000).	   Polyamine	  production	  has	  also	  been	   reported	   to	  drive	  M-­‐CSF	  polarisation	   (Van	  den	  Bossche	  et	   al.,	   2012),	   and	  the	   healing/growth	   promoting	   M-­‐CSF	   phenotype	   is	   typical	   of	   tissue-­‐resident	  macrophages	   (Murray	  and	  Wynn,	  2011).	  GM-­‐CSF	  and	  M-­‐CSF	  macrophages	  also	  have	  distinct	  chemokine	  production	  profiles	  (Mantovani	  et	  al.,	  2004),	  and	  iron	  and	  glucose	  metabolism	  (Biswas	  and	  Mantovani,	  2012;	  Rodriguez-­‐Prados	  et	  al.,	  2010).	  	  Although	  various	  growth	  factors,	  cytokines	  and	  stimuli	  may	  polarise	  macrophages	  in	  
vitro	  towards	  an	  M1	  or	  M2	  phenotype,	  these	  simple	  classifications	  do	  not	  truly	  reflect	  the	  diversity	  and	  plasticity	  of	  macrophage	  phenotypes,	  nor	  do	  they	  fully	  recapitulate	  the	   spectrum	   of	   macrophage	   functions	   in	   vivo	   where	   more	   than	   one	   macrophage	  population	   can	   share	   similar	   characteristics	   (Mantovani	   et	   al.,	   2002;	   Mosser	   and	  Edwards,	   2008;	   Sica	   and	   Mantovani,	   2012).	   Indeed,	   a	   recent	   study	   showed	   that	  macrophage	  activation	  occurs	  in	  a	  spectrum	  of	  states	  that	  is	  characterised	  by	  distinct	  transcriptional	   signatures	   (Xue	   et	   al.,	   2014).	   In	   this	   study,	   GM-­‐CSF-­‐	   and	   M-­‐CSF-­‐derived	   human	   alveolar	   macrophages	   from	   smokers	   and	   patients	   with	   chronic	  obstructive	   pulmonary	   disease	   (COPD)	   were	   stimulated	   with	   diverse	   stimuli	  including	  pattern	  recognition	  receptor	   (PRR)	   ligands,	  cytokines	  and	  metabolic	  cues,	  and	   subjected	   to	   functional	   assessments,	   gene	   expression	   profiling	   and	  bioinformatics	  analysis	  to	  link	  the	  transcriptomic	  responses	  of	  the	  macrophages	  with	  biological	   processes	   and	   macrophage	   phenotypes.	   The	   authors	   proposed	   that	  macrophage	   activation	   states	   may	   be	   broadened	   beyond	   the	   M1/M2	   classification	  system	   to	  at	   least	  9	  distinct	   activation	  programs,	  based	  on	   the	  activation	  of	   central	  transcriptional	   regulators	   associated	   with	   an	   activated	   macrophage	   phenotype	   or	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stimuli.	  For	  example,	  signal	  transducer	  and	  activators	  of	  transcription	  1	  (STAT1)	  was	  identified	   as	   a	   core	   transcriptional	   regulator	   in	   GM-­‐CSF-­‐derived	   macrophages	  stimulated	  with	   IFNγ,	   STAT6	   for	  M-­‐CSF-­‐derived	  macrophages	   stimulated	  with	   IL-­‐4	  and	   STAT4	   in	   macrophages	   with	   chronic	   inflammation-­‐associated	   stimuli.	   Thus,	  macrophage	   classification	   may	   be	   re-­‐evaluated	   and	   expanded	   based	   on	   their	  responses	   and	   activation	   profiles	   in	   host-­‐defense,	   wound	   healing,	   and	   immune	  regulation	   (Fleming	   and	   Mosser,	   2011;	   Manjili	   et	   al.,	   2014;	   Mosser	   and	   Edwards,	  2008;	  Xue	  et	  al.;	  Xue	  et	  al.,	  2014).	  
	  
In	   vivo,	   tissue-­‐resident	   macrophages	   recognise	   sterile	   and	   non-­‐sterile	   stimuli	   and	  respond	  accordingly	  to	  recruit	  other	  immune	  cells,	  facilitate	  or	  resolve	  inflammation	  by	   wound	   healing	   and	   tissue	   repair,	   or	   by	   unleashing	   a	   suite	   of	   antimicrobial	  mechanisms	   for	   destruction	   of	   infectious	   microorganisms.	   However,	   excessive	   or	  dysregulated	   macrophage	   function	   can	   lead	   to	   development	   of	   acute	   and	   chronic	  inflammation-­‐related	  pathologies.	   For	   example,	   in	   septic	   shock,	   acute	   inflammatory	  responses	  mediated	  by	  macrophages	  results	  in	  excessive	  influx	  of	  inflammatory	  cells	  resulting	   in	   hypotension,	   hypoxia	   and	   in	   extreme	   cases,	  multiple	   organ	   failure	   and	  death	   (Castellheim	   et	   al.,	   2009).	   Chronic	   inflammatory	   diseases,	   including	  autoimmune	  diseases	  such	  as	  rheumatoid	  arthritis	  (RA),	  metabolic	  diseases	  such	  as	  diabetes	  and	  atherosclerosis,	  and	  diseases	  due	   to	  environmental	  conditions	  such	  as	  asthma	  and	  COPD,	  are	  caused	  by	  excessive	  inflammation,	  tissue	  damage	  and	  scarring	  due	  to	  repeated	  attempts	  for	  tissue	  repair	  (Libby,	  2007;	  Nathan	  and	  Ding,	  2010)	  and	  are	   strongly	   linked	   to	   macrophage	   function	   (Murray	   and	   Wynn,	   2011).	   Hence,	  appropriate	   activation	   of	   macrophages	   for	   immune	   responses	   and	   host	   defence	   is	  critical.	   Further	   details	   on	   microbial	   recognition	   and	   macrophage	   antimicrobial	  pathways	  are	  detailed	  below.	  	  	  
1.1.3.	   Microbial	  Recognition	  Systems	  Cells	  of	  the	  innate	  immune	  system	  employ	  a	  range	  of	  PRRs	  to	  recognize	  endogenous	  danger-­‐associated	  molecular	   patterns	   (DAMPs)	   and	   conserved	   pathogen-­‐associated	  molecular	  patterns	  (PAMPs),	  which	  are	  present	  on	  the	  cell	  surface	  of	  intact	  microbes	  or	  are	  released	  into	  the	  extracellular	  milieu	  upon	  microbial	  degradation.	  Activation	  of	  PRRs	   results	   in	   the	   relaying	   of	   specific	   intracellular	   signals	   to	   trigger	   antimicrobial	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mechanisms,	   inflammation	  and	  recruitment	  of	   immune	  cells.	  The	  several	   families	  of	  PRRs	   include	   the	   Toll-­‐like	   receptors	   (TLRs),	   nucleotide-­‐binding	   oligomerization	  domain-­‐like	   receptors	   (NLRs),	   retinoic	   acid-­‐inducible	   gene	   I	   (RIG-­‐I)-­‐like	   receptors	  (RLRs),	   C-­‐type	   lectin	   receptors	   (CLRs)	   and	   the	   pyrin	   and	   HIN	   domain-­‐containing	  protein	  (PyHIN)	  family	  (Goubau	  et	  al.,	  2010;	  Kumagai	  and	  Akira,	  2010;	  Schattgen	  and	  Fitzgerald,	  2011).	  TLRs	  and	  CLRs	  are	  transmembrane	  proteins	  located	  on	  the	  plasma	  membrane	   and	   endosomal	  membranes	  where	   they	  detect	   PAMPs	   and	  DAMPs	   from	  the	   extracellular	  milieu,	  while	  RLRs,	  NLRs	   and	  PyHIN	   receptors	  primarily	   reside	   in	  the	  cytosol	  (Takeuchi	  and	  Akira,	  2010).	  	  
1.1.3.1. Toll-­‐like	  receptors	  TLRs	   are	   evolutionary	   conserved	   PRRs	   that	   are	   predominantly	   expressed	   by	  monocytes,	  macrophages	  and	  neutrophils.	  Stimulation	  of	   individual	  TLRs	  by	  PAMPs	  activates	  overlapping	  but	  distinct	  signalling	  pathways	  that	  mediate	  antimicrobial	  and	  inflammatory	   responses	   for	  host	  defence.	  All	  TLRs	  contain	  an	  extracellular	   leucine-­‐rich	  region	  (LRR),	  a	  transmembrane	  region,	  and	  a	  cytoplasmic	  tail	  with	  a	  conserved	  ‘Toll-­‐IL-­‐1	  resistance’	  (TIR)	  domain.	  	  The	  LRR	  region	  of	  TLRs	  is	  diverse	  between	  TLRs	  and	  is	  involved	  in	  microbial	  recognition,	  thus	  conveying	  each	  TLR	  with	  specificity	  for	  distinct	  classes	  of	  pathogen.	  In	  contrast,	  the	  TIR	  domain	  shares	  significant	  homology	  with	  members	  of	  the	  interleukin-­‐1	  receptor	  (IL-­‐1R)	  superfamily	  and	  mediates	  signal	  transduction.	  To	  date,	  ten	  human	  TLRs	  (TLR1-­‐10)	  and	  twelve	  murine	  TLRs	  (TLR1-­‐9,	  TLR11-­‐13)	   have	   been	   discovered.	   Each	   member	   detects	   distinct	   ligands	   such	   as	  lipopolysaccharide	   (LPS),	   lipopeptides	   and	   nucleic	   acid	   (see	   Table	   1.1	   for	   ligand	  specificity	  for	  each	  TLR).	  	  
TLR	   Ligands	   Source	  
Signalling	  
Adapter(s)	  
References	  
TLR1/2	   triacyl	  lipopeptides	   bacteria	  (mainly	  Gram-­‐negative)	   MyD88/Mal	   (Takeuchi	   et	   al.,	  2002)	  triacyl	  lipopeptides	   mycoplasma	  
TLR2	   lipoteichoic	  acid	  (LTA)	   Gram-­‐positive	  bacteria	   MyD88/Mal	   (LaRue	  et	  al.,	  2013;	  Takeuchi	   et	   al.,	  2002)	  lipoarabinomannan	  (LAM)	   mycobacterium	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Heat	  shock	  protein	  (HSP)	  70	   host	  cells	  Phospholipomannans	  and	  glucuronoxyl	  mannans;	  zymosan	  	   fungi	  tGPI-­‐mutin	   parasites	  Haemagglutinin	  and	  structural	  proteins	   viruses	  TLR3	   double-­‐stranded	  RNA	   viruses	   TRIF	   (Alexopoulou	  et	  al.,	  2001)	  poly(I:C)	   synthetic	  ligand	  
TLR4	  
lipopolysaccharide	  (LPS)	   Gram-­‐negative	  bacteria	  
MyD88/Mal/	  	  TRIF/TRAM	  
(Hoshino	   et	   al.,	  1999;	   LaRue	   et	   al.,	  2013;	   Poltorak	   et	  al.,	  1998)	  
HSP	  60	  and	  70	   bacteria	  and	  host	  cells	  Fibronectin	   host	  cells	  
Taxol	   plant	  alkaloid	  used	  in	  anti-­‐cancer	  therapy	  fusion	  (F)	  protein	  	   respiratory	  syncytial	  virus	  HMGB1	   dying	  or	  injured	  host	  cells	  
TLR5	   flagellin	   flagellated	  bacteria	   MyD88/Mal/	  	  TRIF	  
(Choi	   et	   al.,	   2010;	  Choi	   et	   al.,	   2013;	  Hayashi	   et	   al.,	  2001)	  TLR2/6	   diacyl	  lipopeptides	   mycoplasma	   MyD88/Mal	   (Takeuchi	   et	   al.,	  2001)	  
TLR7	   Single-­‐stranded	  RNA	   viruses	   MyD88	   (Heil	   et	   al.,	   2004;	  Lund	  et	  al.,	  2004)	  Imidazoquinolines	   synthetic	  anti-­‐viral	  compounds	  
TLR8	   single-­‐stranded	  RNA	   viruses	   MyD88	   (Heil	  et	  al.,	  2004)	  Imidazoquinolines	   synthetic	  anti-­‐viral	  compounds	  TLR9	   unmethylated	  CpG	  DNA	   bacteria	  and	  mycobacteria	   MyD88	   (Bauer	  et	  al.,	  2001;	  Hemmi	   et	   al.,	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CpG	  oligodeoxynucleotides	  (ODNs)	   synthetic	  ligand	  
2000;	   LaRue	   et	   al.,	  2013;	   Takeshita	   et	  al.,	  2001)	  haemozoin	   Plasmodium	  
falciparum	  Self-­‐DNA/LL37;	  self	  RNA/LL37;	  self	  DNA/HMGB1	   host	  cell	  
TLR2/10†	   triacyl	  lipopeptides	   Gram-­‐negative	  bacteria	   MyD88	   (Guan	   et	   al.,	   2010;	  Hasan	   et	   al.,	   2005;	  Regan	  et	  al.,	  2013)	  
TLR11‡	   flagellin	   Gram-­‐negative	  bacteria	  	   MyD88	   (Broz	  and	  Monack,	  2013;	   Zhang	   et	   al.,	  2004a)	  
	  	  TLR11‡/	  TLR12‡	  	  
Profilin	  	   apicomplexan	  parasites	  	   MyD88	  
(Andrade	   et	   al.,	  2013;	  Koblansky	  et	  al.,	   2013;	   Lauw	   et	  al.,	   2005;	   Raetz	   et	  al.,	   2013;	  Yarovinsky	   et	   al.,	  2005b;	   Zhang	   et	  al.,	  2004c)	  
TLR13‡	   Gram-­‐positive	  bacterial	  ssRNA	  (23S	  rRNA)	   Gram-­‐positive	  bacteria	   MyD88	  
(Hidmark	   et	   al.,	  2012;	   Oldenburg	  et	  al.,	  2012)	  	  
Table	   1.1:	   TLRs,	   examples	   of	   TLR	   ligands	   and	   TLR	   adapters	   used	   in	   TLR	  
signalling	  pathways.	  	  †	   Functional	   form	   in	   humans,	   pseudogene	   in	   mice.	   ‡	   Functional	   form	   in	   mice,	  pseudogene	  in	  humans.	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1.1.3.2. TLR	  signalling	  Activation	   of	   TLRs	   upon	   binding	   of	   PAMPs	   to	   the	   LRR	   region	   causes	  homodimerisation	   (e.g.	   TLR4)	   or	   heterodimerisation	   of	   TLRs	   (e.g.	   TLR1/TLR2)	   to	  form	  TLR	  complexes.	  Recognition	  and	  binding	  of	  TLR	  complexes	   to	   their	  respective	  ligands	   is	   assisted	   by	   a	   number	   of	   accessory	   molecules	   that	   perform	   various	  functions.	   These	   include	   enabling	   ligand	  detection	  by	  TLRs	   (e.g.	  MD2	  binds	   ligands	  and	  is	  then	  detected	  by	  TLR4	  (Brodsky	  and	  Medzhitov,	  2007)),	  control	  of	  trafficking	  and	  distribution	  of	  TLRs	  (e.g.	  Unc93B	  is	  required	  for	  delivery	  of	  TLR7	  and	  TLR9	  from	  the	  ER	  to	  endolysosomes	  (Kim	  et	  al.,	  2008)),	  assisting	  TLR	  protein	  maturation	  in	  the	  ER	  (e.g.	  gp96	  associates	  with	  TLRs	   in	   the	  ER	  and	   is	  a	  chaperone	   for	  protein	   folding	  (Yang	   et	   al.,	   2007)),	   and	   direct	   interaction	   with	   TLR	   ligands	   to	   modulate	   TLR	  activation	   (e.g.	   CD14	   binds	   TLRs	   and	   their	   ligands	   and	   is	   implicated	   in	   multiple	  functions	  such	  as	  chaperoning	  ligands	  to	  TLRs	  (Lee	  et	  al.,	  2006)	  and	  amplifying	  TLR	  responses	  (Finberg	  and	  Kurt-­‐Jones,	  2006))(Akashi-­‐Takamura	  and	  Miyake,	  2008).	  	  	  Activated	   TLR	   complexes	   then	   associate	   with	   specific	   adaptor	   proteins,	   which	  activate	   downstream	   IL-­‐1R-­‐associated	   kinases	   (IRAKs)	   to	   trigger	   downstream	  signalling	   cascades	   leading	   to	   activation	   of	   transcription	   factors	   such	   as	   nuclear	  factor	   kappa-­‐light-­‐chain-­‐enhancer	   of	   activated	   B	   cells	   (NFκB),	   activator	   protein	   1	  (AP-­‐1),	   and	  members	   of	   the	   interferon	   (IFN)-­‐regulatory	   factor	   (IRF)	   family.	   These	  adaptor	   proteins	   are	   myeloid	   differentiation	   primary	   response	   gene	   88	   (MyD88),	  MyD88-­‐adaptor-­‐like	   (MAL),	   TIR-­‐domain-­‐containing	   adaptor	   protein	   inducing	   IFNβ	  (TRIF),	   TRIF-­‐related	   adaptor	   molecular	   (TRAM),	   and	   sterile	   α-­‐and	   armadillo-­‐motif	  containing	  protein	   (SARM).	  The	   two	  major	  TLR	  signalling	  pathways	   that	  have	  been	  defined	   are	   the	   MyD88-­‐dependent	   and	   the	   MyD88-­‐independent	   pathways.	   In	   the	  MyD88-­‐dependent	   pathway,	  MyD88	   is	   a	   key	   adaptor	   for	   all	   TLRs	   except	   TLR3	   and	  some	  TLR4	   responses,	   but	   requires	  MAL	   as	   a	   bridging	   adaptor	   for	  TLR2	   and	  TLR4	  signalling	   (Fitzgerald	  et	  al.,	  2001;	  Horng	  et	  al.,	  2002;	  Horng	  et	  al.,	  2001;	  Kagan	  and	  Medzhitov,	  2006;	  Yamamoto	  et	  al.,	  2002).	  In	  the	  MyD88-­‐independent	  pathway,	  TRIF	  mediates	   TLR3	   signalling	   (Fitzgerald	   et	   al.,	   2003)	   and	   also	   enables	   TLR4-­‐mediated	  IFN	   induction	  with	   the	   aid	   of	   the	   bridging	   adaptor	   TRAM	   (Rowe	   et	   al.,	   2006).	   The	  most	   recently	   discovered	   adaptor,	   SARM	   is	   reported	   to	   be	   a	   negative	   regulator	   of	  NFκB	   and	   IRF	   activation	   by	   blocking	  TRIF-­‐dependent	   signalling	   (Carty	   et	   al.,	   2006;	  O'Neill	  and	  Bowie,	  2007).	  Recently,	   it	  has	  also	  been	  reported	   that	  MyD88	   is	  able	   to	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recruit	  and	  complex	  with	  IRAK-­‐4	  and	  IRAK-­‐2	  via	   its	  death	  domains	  (DD),	  which	  are	  revealed	  upon	  MyD88	  binding	  to	  the	  TIR	  domains	  of	  a	  receptor	  or	  bridging	  adaptor,	  to	  form	  an	  oligomeric	  signalling	  complex	  termed	  the	  Myddosome	  (Bryant	  et	  al.,	  2015;	  Gay	   et	   al.,	   2011).	   It	   has	   been	   shown	   that	   TRIF-­‐based	   signalling	   complexes	   are	   also	  formed	  (Funami	  et	  al.,	  2008)	  however	  the	  structure	  of	  these,	  and	  the	  involvement	  of	  the	   bridging	   adaptors,	   MAL	   and	   TRAM	   have	   yet	   to	   be	   elucidated.	   The	   MyD88-­‐dependent	   pathway	   is	   important	   in	   LPS-­‐mediated	   B	   cell	   proliferation	   and	   cytokine	  secretion,	  and	  early	  NFκB	  translocation	  and	  mitogen-­‐activated	  protein	  (MAP)	  kinase	  (MAPK)	   activation	   (Akira	   &	   Takeda	   2004a).	   On	   the	   other	   hand,	   the	   MyD88-­‐independent	   pathway	   is	   essential	   for	   a	   second	   wave	   of	   delayed	   NFκΒ	   and	   MAPK	  activation	   and	   mediates	   dendritic	   cell	   maturation,	   phosphorylation	   of	   interferon	  (IFN)-­‐regulatory	   factor	   (IRF)-­‐3,	   and	   IFN-­‐β-­‐	   and	   STAT-­‐1-­‐dependent	   gene	   expression	  (Akira	  and	  Takeda,	  2004;	  Kaisho	  et	  al.,	  2001;	  Kraatz	  et	  al.,	  1998)	  	  Stimulation	   of	   the	   different	   TLRs	   and	   subsequent	   signalling	   through	   the	   MyD88-­‐dependent	   and	   MyD88-­‐independent	   pathways	   is	   not	   only	   strictly	   controlled	   by	  receptor-­‐ligand	  specificity	  but	  also	  by	  the	  spatial	  organisation	  of	  receptors	  (Akashi-­‐Takamura	  and	  Miyake,	  2008;	  Barton	  and	  Kagan,	  2009).	  Cell	   surface	  TLRs	   (TLR1/2,	  TLR2/6,	  TLR4,	  TLR5)	  recognise	  microbial	  membrane	  components	  while	  endosomal	  TLRs	  (TLR3,	  TLR7,	  TLR8,	  and	  TLR9)	  recognise	  microbial	  nucleic	  acids	  (Beutler	  et	  al.,	  2006;	   Takeda	   and	   Akira,	   2004)	   (see	   Table	   1.1).	   The	   occurrence	   of	   receptor	  segregation	  is	  seen	  as	  a	  strategy	  for	  the	  immune	  system	  to	  avoid	  self-­‐reactivity	  such	  as	   the	   recognition	   of	   host	   nucleic	   acids	   by	   TLRs	   that	   normally	   detect	   viral	   nucleic	  acids	   (Marshak-­‐Rothstein,	   2006).	   This	   is	   supported	   by	   studies	   on	  mice	   and	   human	  patients	   that	   show	   the	   contribution	   of	   nucleic	   acid-­‐sensing	   TLRs	   to	   autoimmune	  disorders	   such	   as	   systemic	   lupus	   erythematosus	   (SLE)	   (Christensen	   et	   al.,	   2005;	  Subramanian	   et	   al.,	   2006).	   However,	   receptor	   translocation	   from	   cell	   surface	   to	  endosomal	   compartments	   does	   occur	   and	   involves	   a	   sequential	   shift	   in	   signalling	  pathway	   activation.	   In	   TLR4	   signalling,	   receptor	   stimulation	   by	   LPS	   at	   the	   plasma	  membrane	   mediates	   MAL	   recruitment	   of	   MyD88,	   triggering	   downstream	   pro-­‐inflammatory	   signal	   transduction	   (Akashi	   et	   al.,	   2003).	   LPS	   binding	   also	   results	   in	  internalisation	  of	  TLR4	  into	  endolysosomes,	  resulting	  in	  dissociation	  of	  MyD88/MAL	  interaction	  and	  promotion	  of	  TRIF/TRAM	  signalling	  (Husebye	  et	  al.,	  2006;	  Kagan	  et	  al.,	   2008).	   Thus,	   TLR	   signalling	   involves	   a	   complex	   interplay	   of	   ligand-­‐specific	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receptor	   activation,	   receptor	   localisation,	   and	   signalling	   via	   MyD88-­‐dependent	   or	  independent	  pathways,	  enabling	  a	  customised	  cellular	  response	  matched	  to	  the	  type	  of	  danger	  that	  is	  encountered.	  	  	  
1.1.3.3. Downstream	  consequences	  of	  TLR	  signalling	  TLR	   signalling	   through	   the	   MyD88-­‐dependent	   or	   MyD88–independent	   pathways	  results	   in	  a	  wide	  variety	  of	  responses,	   including	  regulation	  of	   inflammation,	  antigen	  presentation	   and	   antimicrobial	   responses.	   In	   the	   advent	   of	   an	   infection,	   cell	   death	  may	  also	  be	  induced	  in	  order	  to	  limit	  replication	  of	  intracellular	  pathogens	  within	  an	  infected	  cell,	   and	   to	  alert	  neighbouring	   leukocytes	  of	   infection.	  This	   thesis	  explored	  the	   concept	   that	   novel	   TLR-­‐inducible	   genes	   may	   contribute	   to	   macrophage	  antimicrobial	   responses.	   Consequently,	   more	   in	   depth	   descriptions	   of	   specific	  macrophage	  antimicrobial	  mechanisms	  are	  detailed	  below.	  	  	  
1.1.4. Macrophage	  antimicrobial	  responses	  Once	   a	   macrophage	   recognizes	   a	   pathogen	   through	   opsonic	   or	   non-­‐opsonic	  phagocytic	  receptors	  (Aderem	  and	  Underhill,	  1999),	  it	  engulfs	  it	  within	  a	  phagosome	  that	   matures	   to	   become	   increasingly	   acidic	   and	   microbicidal	   through	   fusion	   with	  endosomes	   and	   lysosomes,	   resulting	   in	   the	   formation	   of	   a	   phagolysosome	   within	  which	   the	  pathogen	   is	  killed.	  Upon	  phagocytosis,	   release	  of	  cellular	  reactive	  oxygen	  species	   (ROS),	   antimicrobial	   peptides,	   and	   lysosomal	   enzymes	   are	   triggered	   as	  immediate	   antimicrobial	   responses.	   PRR	   signalling	   is	   triggered	   concomitantly	  with	  microbial	   uptake	   and	   is	   able	   to	   prime	   components	   of	   the	   immediate	   antimicrobial	  response	   to	   prepare	   cells	   for	   subsequent	   pathogen	   encounters.	   PRR	   signalling	   also	  induces	   the	   expression	   of	   a	   suite	   of	   genes	   that	   contributes	   to	   a	   second	   wave	   of	  responses	   aimed	   at	   microbial	   destruction.	   This	   second	   wave	   of	   antimicrobial	  mechanisms,	  which	  require	   induction	  by	  PRRs,	   include	  generation	  of	  mitochondrial	  ROS	   (mitoROS),	   release	   of	   reactive	   nitrogen	   species	   (RNS),	   nutrient	   deprivation,	  autophagy,	   and	   cell	   death.	   	   Further	   details	   of	   immediate	   and	   PRR-­‐inducible	  antimicrobial	  mechanisms	  are	  discussed	  below.	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1.1.4.1. Lysosomal	  enzymes	  and	  antimicrobial	  peptides	  Lysosomal	   enzymes	   consists	   of	   approximately	   50	   different	   acid	   hydrolases	   that	  degrade	  proteins,	  carbohydrates,	  nucleic	  acids	  and	  lipids	  (Cooper,	  2000;	  Lübke	  et	  al.,	  2009).	  These	  acid	  hydrolases	  are	  delivered	  from	  the	  Golgi	  apparatus	  into	  lysosomes	  and	  are	  active	  at	  an	  acidic	  pH	  of	  approximately	  pH	  5.0,	  but	  are	  not	  active	  at	  a	  neutral	  pH	  (Cooper,	  2000).	  Upon	  pathogen	  engulfment,	   lysosomes	  fuse	  with	  phagosomes	  to	  form	  phagolysosomes,	  enabling	  delivery	  of	  lysosomal	  enzymes	  to	  facilitate	  immediate	  microbial	   killing.	   Lysosomal	   enzymes	   also	   facilitate	   antigen	   presentation	   to	   enable	  recruitment	   of	   adaptive	   immunity.	   For	   example,	   MHC	   class	   II	   molecules	   require	  cathepsin	  S-­‐mediated	  proteolytic	  degradation	  of	  the	  invariant	  chain-­‐derived	  peptide	  (CLIP)	  from	  the	  antigen-­‐binding	  groove	  to	  enable	  binding	  of	  an	  antigenic	  peptide	  to	  the	   MHC	   class	   II	   molecule	   (Bird	   et	   al.,	   2009;	   Jensen	   et	   al.,	   1999).	   In	   addition	   to	  facilitating	  pathogen	  destruction,	  lysosomal	  acid	  hydrolases	  regulate	  many	  biological	  activities,	  such	  as	  autophagy,	  extracellular	  matrix	  remodelling,	  chemotaxis,	  cytokine	  induction,	  signal	  processing,	  cell	  homeostasis,	  and	  triggering	  of	  apoptosis	  in	  infected	  cells	  (Bird	  et	  al.,	  2009).	  	  Antimicrobial	   peptides	   consist	   of	   defensins	   and	   cathelicidins.	   These	   small	   peptides	  bind	   to	   negatively-­‐charged	  microbial	   surfaces	   to	   form	   a	  multimeric	   ion-­‐permeable	  channel	   that	  mediates	  membrane	   permeabilisation	   and	   subsequent	   death	   of	   Gram-­‐positive	   and	   Gram-­‐negative	   bacteria	   (Lehrer	   and	   Ganz,	   2002;	   Lehrer	   et	   al.,	   1993;	  Zanetti	   and	   Gennaro,	   1995).	   Defensins	   are	   small	   cationic	   proteins	   that	   possess	   6	  conserved	  cysteines	  which	  form	  3	  disulphide	  bridges,	  are	  stored	  within	  azurophils	  or	  primary	  granules,	  and	  can	  be	  subdivided	  into	  α,	  β	  and	  θ	  subgroups	  (Lehrer	  and	  Ganz,	  2002).	   Humans	   possess	   11	   α-­‐defensins	   (6	   functional,	   5	   pseudogenes)	   and	   >30	   β-­‐defensins	   (Li	   et	   al.,	   2014a).	   In	   comparison	   to	   α-­‐defensins,	   β-­‐defensins	   are	   longer,	  have	  different	  cysteine	  pairings,	  a	  less	  anionic	  propiece,	  are	  encoded	  by	  2	  instead	  of	  3	  exons,	   and	   have	   more	   lysines	   than	   arginines	   (Ganz,	   2003).	   θ-­‐defensins	   are	   cyclic	  peptides	  that	  evolved	  from	  α-­‐defensins	  and	  are	  expressed	  in	  old	  world	  monkeys	  such	  as	  the	  rhesus	  macaque	  and	  the	  olive	  baboon,	  but	  not	  in	  humans	  and	  other	  primates	  (Cheng	   et	   al.,	   2014).	   Interestingly,	   artificial	   activation	   of	   a	   human	   θ-­‐defensin	  pseudogene	  produced	   the	  θ-­‐defensin,	   retrocyclin,	  which	  prevented	  cellular	  entry	  of	  viruses	  such	  as	  HIV,	  herpes	  simplex	  virus	  and	  influenza	  A	  (Lehrer	  et	  al.,	  2012;	  Munk	  et	  al.,	  2003;	  Venkataraman	  et	  al.,	  2009).	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  Cathelicidins	   are	   the	  major	   antimicrobial	   peptides	  produced	  by	  macrophages.	  They	  are	   stored	   in	   secondary	   granules	   and	   are	   normally	   present	   in	   an	   unprocessed	   or	  partially	   cleaved	   form	   (Zanetti,	   2005).	   Upon	   phagocytosis,	   pro-­‐cathelicidin	   is	  immediately	   processed	   into	   active	   cathelicidin	   and	   released	   into	   the	   phagosome	  (Zaiou	  and	  Gallo,	  2002).	  The	  only	  human	  cathelicidin,	  LL-­‐37,	  is	  cleaved	  proteolytically	  from	   CAP18	   protein	   (Agerberth	   et	   al.,	   1995;	   De	   Smet	   and	   Contreras,	   2005).	   LL-­‐37	  mRNA	  and	  protein	  expression	  is	  also	  upregulated	  by	  TLR1/2	  agonism	  via	  a	  Vitamin	  D-­‐dependent	   pathway	   in	   human	   macrophages,	   and	   is	   crucial	   for	   killing	   M.	  
tuberculosis	   (Liu	   et	   al.,	   2007d).	   Human	   β-­‐defensins	   are	   also	   effective	   against	   M.	  
tuberculosis	  (Miyakawa	  et	  al.,	  1996)	  and	  human	  β-­‐defensin-­‐2	  was	  similarly	  shown	  to	  be	  upregulated	  by	  TLR2	  and	  TLR4	  signalling	   (Lee	  et	  al.,	   2014;	  Tsutsumi-­‐Ishii	   et	   al.,	  2000;	   Vora	   et	   al.,	   2004;	   Zaiou	   and	   Gallo,	   2002).	   The	   upregulation	   of	   LL-­‐37	   and	   β-­‐defensins	  illustrates	  how	  TLR	  signalling	  is	  also	  able	  to	  prime	  immediate	  antimicrobial	  responses.	  	  
1.1.4.2. Reactive	  oxygen	  species	  ROS	   are	   produced	   as	   normal	   by-­‐products	   of	   cellular	   metabolism	   and	   are	   usually	  inactivated	   by	   catalase	   and	   superoxide	   dismutase.	   However,	   in	   host	   defence,	   ROS	  production	   occurs	   within	   30	   minutes	   of	   phagocytosis	   via	   a	   process	   known	   as	   the	  respiratory	   burst	   (Gantt	   et	   al.,	   2001).	   ROS	   elicits	   antimicrobial	   effects	   by	   directly	  damaging	  and	  destroying	  pathogens,	  as	  well	  as	   indirectly	   through	   induction	  of	  host	  defence	   genes,	   ion	   transport	   (Reeves	   et	   al.,	   2002)	   and	   apoptosis	   (Hampton	   and	  Orrenius,	   1997).	   The	  major	   cellular	   source	   of	  ROS	   is	   through	   a	  multimeric	   enzyme	  complex,	   the	   nicotinamide	   adenine	   dinucleotide	   phosphate	   (NADPH)	   oxidase	  complex,	   which	   is	   found	   on	   cell	   membranes,	   mitochondria,	   peroxisomes	   and	   the	  endoplasmic	   reticulum.	   NADPH	   oxidase	   is	   made	   up	   of	   two	   membrane-­‐bound	  elements	   (gp91phox	   and	   p22phox,	   which	   form	   cytochrome	   b558),	   three	   cytosolic	  components	   (p67phox,	   p47phox	   and	   p40phox),	   and	   either	   the	   Rac1	   (predominant	  isoform	  in	  primary	  human	  monocytes)	  or	  Rac2	  (predominant	  isoform	  in	  neutrophils)	  G	  protein	  (Babior,	  2004;	  Zhao	  et	  al.,	  2003).	  Activation	  of	  NADPH	  oxidase	  involves	  the	  migration	  of	   the	   cytosolic	   components	   to	   the	  organelle	  membranes	   for	  assembly	  of	  the	   complete	   oxidase	   complex.	   NADPH	   oxidases	   reduce	   free	   oxygen	   to	   superoxide	  anion	  (O2-­‐),	  a	  precursor	  radical	  with	  limited	  antimicrobial	  activity	  that	  is	  used	  for	  the	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production	  of	  other	  ROS	  such	  as	  hydrogen	  peroxide	  (H2O2)	  via	  superoxide	  dismutase,	  perchlorite	   ion	   (ClO-­‐)	   via	   myeloperoxidase,	   and	   the	   hydroxyl	   radical	   (OH-­‐)	   from	  hydrogen	  peroxide	  in	  the	  presence	  of	  certain	  heavy	  metal	  ions	  such	  as	  copper	  (Cu+)	  or	   iron	   (Fe2+)	   (Babior,	   1999;	   Castro	   and	   Freeman,	   2001).	   Rapid	   production	   of	   ROS	  during	   the	   respiratory	  burst	   is	   enabled	   through	   constitutive	   gp91phox	   expression	   in	  myeloid	   cells	   (Suzuki	   et	   al.,	   1998;	   Voo	   and	   Skalnik,	   1999).	   Macrophages	   can	   be	  further	   primed	   for	   ROS	   production	   by	   IFNγ	   and	   LPS-­‐mediated	   upregulation	   of	  gp91phox	   gene	   expression	   (Cassatella	   et	   al.,	   1990;	   VanderVen	   et	   al.,	   2009).	   ROS	   can	  also	   be	   produced	   later	   during	   infection	   through	   recruitment	   of	   mitochondria	   to	  macrophage	   phagosomes.	   This	   process	   is	   triggered	   by	   signalling	   through	   the	   cell	  surface	   TLRs,	   TLR1,	   2	   and	   4,	   and	   involves	   the	   translocation	   of	   evolutionarily	  conserved	   signalling	   intermediate	   in	   Toll	   pathways	   (ECSIT)	   and	   the	   E3	   ubiquitin	  ligase	   TRAF6,	   to	   the	   mitochondria	   periphery	   for	   enhanced	   mitochondrial	   ROS	  (mitoROS)	  and	  cellular	  ROS	  generation	  (West	  et	  al.,	  2011).	  	  	  
1.1.4.3. Reactive	  nitrogen	  species	  In	   addition	   to	   ROS,	   RNS	   are	   another	   free	   radical	   species	   that	   are	   important	   as	  antimicrobial	  mediators	  in	  macrophages.	  Nitric	  oxide	  (NO)	  is	  formed	  by	  oxidation	  of	  the	   amino	   acid	   L-­‐arginine	   to	   citrulline	   and	   NO	   by	   constitutive	   and	   inducible	   nitric	  oxide	   synthases	   (iNOS)	   (Stuehr,	   1999).	   In	   contrast	   to	   the	   immediate	   generation	   of	  cellular	  ROS	  upon	  phaocytocic	  uptake,	  transcriptional	  activation	  of	  iNOS	  is	  triggered	  by	   agonists	   of	   PRRs	   (Stuehr	   and	   Marletta,	   1985),	   as	   well	   as	   by	   pro-­‐inflammatory	  cytokines	   (IFNs,	   IL-­‐1β	   and	   TNF-­‐α)	   via	   the	   MAPK	   and	   NFκB	   and	   Janus-­‐activated	  kinase–signal	  transducer	  and	  activator	  of	  transcription–interferon	  regulatory	  factor	  1	  (JAK-­‐STAT-­‐IRF1)	  pathways.	  Enzymatic	  activity	  of	  iNOS	  is	  also	  controlled	  by	  substrate	  and	  co-­‐factor	  availability	  (El-­‐Gayar	  et	  al.,	  2003;	  Schoedon	  et	  al.,	  1993).	  Formation	  of	  NO	   occurs	   on	   the	   cytoplasmic	   side	   of	   phagosomes,	   but	   it	   diffuses	   across	   the	  membrane	  to	  encounter	  intraphagosomal	  targets	  and	  ROS	  (Webb	  et	  al.,	  2001).	  Upon	  encountering	  ROS,	  NO	  undergoes	   spontaneous	   or	   catalytic	   conversion	   to	   form	  RNS	  such	   as	   peroxynitrite	   (ONOO-­‐),	   nitrogen	   dioxide	   (NO2),	   dinitrogen	   trioxide	   (N2O3),	  dinitrosyl	   iron	   complexes,	   nitrosothiols	   and	   nitroxyl	   (HNO)	   (Fang,	   2004).	   RNS	   and	  ROS	   inflict	   oxidative	   damage	   upon	   microbial	   targets	   such	   as	   thiols,	   metal	   centres,	  protein	   tyrosine	   residues,	   nucleic	   acids	   and	   lipids,	   thus	   resulting	   in	   inactivation	   of	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proteins	  and	  other	  macromolecules,	   in	  addition	  to	  causing	  DNA	  damage	  (Flannagan	  et	  al.,	  2009).	  	  
1.1.4.4.	   Nutrient	  deprivation	  In	  addition	  to	  direct	  microbial	  killing,	   immune	  cells	  utilize	  a	  number	  of	  pathways	  to	  sequester	   nutrients,	   such	   as	   metal	   ions	   and	   amino	   acids	   to	   slow	   or	   halt	   bacterial	  growth.	   For	   example,	   lactoferrin	   is	   a	   glycoprotein	   that	  binds	   iron,	   thus	  making	   this	  essential	  element	  unavailable	  to	  bacteria	  for	  growth	  (Masson	  et	  al.,	  1969).	  Similarly,	  some	  ion	  transporters	  such	  as	  the	  divalent	  metal	  ion	  transporter	  natural	  resistance-­‐associated	   macrophage	   protein	   1	   (NRAMP1,	   also	   known	   as	   SLC11A1)	   removes	  cations	   such	   as	   Fe2+	   and	  Mn2+	   from	   the	  phagosome	   (Cellier	   et	   al.,	   2007).	   Fe2+	   is	   an	  important	   co-­‐factor	   of	   microbial	   enzymes,	   and	   Mn2+	   is	   utilized	   as	   a	   co-­‐factor	   for	  superoxide	   dismutase	   (Flannagan	   et	   al.,	   2009).	   Amino	   acid	   starvation	   is	   also	  employed,	  as	  exemplified	  by	  IFNγ-­‐	  and	  TLR-­‐stimulated	  deprivation	  of	  tryptophan	  by	  the	   enzyme	   indoleamine	   2,3-­‐dioxygenase	   (IDO)	   (Furset	   et	   al.,	   2008;	   Pfefferkorn,	  1984;	   Schroder	   et	   al.,	   2012a;	   Yoshida	   et	   al.,	   1981).	   IDO	   degrades	   tryptophan	   to	  kynurenine	   and	  N-­‐formylkynurenine,	   thus	   starving	   and	   suppressing	   the	   growth	   of	  some	   intracellular	   pathogens	   including	   Toxoplasma	   gondii,	   Rickettsia	   conorii,	   and	  group	   B	   streptococci	   (Feng	   and	  Walker,	   2000;	  MacKenzie	   et	   al.,	   1998;	   Pfefferkorn,	  1984).	  	  	  
1.1.4.5.	   Autophagy	  Autophagy	   typically	   maintains	   cell	   homeostasis	   by	   recycling	   nutrients	   and	  degradation	  of	  damaged	  or	  aged	  membranes	  and	  cytoplasmic	  organelles.	  However,	  in	  innate	  immunity,	  autophagy	  also	  functions	  as	  a	  defence	  pathway	  against	  intracellular	  invasion	   of	   bacteria	   and	   viruses.	   Autophagosomal-­‐mediated	   killing	   of	   microbes	  occurs	  with	   intra-­‐phagosomal	   bacteria	   such	   as	  M.	  tuberculosis	  (Deretic	   et	   al.,	   2009;	  Gutierrez	  et	  al.,	  2004),	  bacteria	  that	  escape	  from	  the	  phagosome	  into	  the	  cytosol	  such	  as	  Shigella	   (Ogawa	  et	  al.,	  2005),	  as	  well	  as	  extracellular	  pathogens	  such	  as	  Group	  A	  
Streptococci	  that	  invade	  host	  cells	  as	  part	  of	  their	  virulence	  strategy	  (Nakagawa	  et	  al.,	  2004).	   This	   process	   involves	   the	   formation	   of	   an	   autophagosome	   that	   captures	  intracellular	   components	   and	   processes	   them	   into	   an	   autolysosome,	   which	   has	   a	  distinct	   environment	   from	   the	   standard	   phagolysosome.	   This	   is	   emphasised	   by	  studies	   showing	   that	  mycobacteria	   can	   survive	   in	   phagolysosomes	   (Armstrong	   and	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Hart,	  1975),	  but	  are	  efficiently	  cleared	  in	  autolysosomes	  (Biswas	  et	  al.,	  2008;	  Lammas	  et	   al.,	   1997;	   Xu	   et	   al.,	   2007b).	   Studies	   focused	   on	   determining	   microbicidal	  components	   within	   the	   autolysosome	   reported	   that	   cytosolic	   ubiquitin	   or	  ubiquitinated	   protein	   aggregates	   undergo	   proteolysis	   and	   fragment	   as	   the	  autophagosome	   matures	   into	   an	   autolysosome	   and	   are	   then	   delivered	   to	   M.	  
tuberculosis,	  somehow	  enhancing	  microbial	  killing	  (Alonso	  et	  al.,	  2007;	  Kieffer	  et	  al.,	  2003).	   Other	   cytoplasmic	   proteins	   such	   as	   ubiquicidin	   (ribosomal	   protein	   S30,	  homologous	  to	  ubiquitin),	  and	  ribosomal	  polypeptides	  S19	  and	  L30	  are	  also	  reported	  to	   have	   antimicrobial	   activity	   (Howell	   et	   al.,	   2003)	   and	   may	   contribute	   to	   the	  microbicidal	   environment	   within	   autolysosomes.	   The	   autophagy	   pathway	   is	  upregulated	   by	   agonists	   of	   TLR3,	   TLR4,	   TLR7	   and	   possibly	   TLR9	   (Delgado	   et	   al.,	  2008;	  Sanjuan	  et	  al.,	  2007;	  Xu	  et	  al.,	  2013;	  Xu	  et	  al.,	  2007b),	  and	  also	  by	  TNFα	  via	  a	  ROS-­‐dependent	  mechanism	  (Djavaheri-­‐Mergny	  et	  al.,	  2006).	  	  
1.1.4.6.	   Cell	  death	  	  	  Cell	  death	  can	  occur	  in	  the	  form	  of	  apoptosis,	  necrosis,	  pyroptosis	  and	  pyronecrosis.	  Apoptosis	  is	  usually	  considered	  as	  a	  silent	  or	  non-­‐inflammatory	  form	  of	  programmed	  cell	  death,	  with	  its	  effects	  being	  limited	  to	  the	  dying	  cell.	  Morphological	  features	  that	  distinguish	  apoptosis	  are	  plasma	  membrane	  blebbing,	   recycling	  of	   cellular	   contents	  and	   chromatin	   condensation.	   Apoptosis	   is	   mediated	   by	   intrinsic	   and	   extrinsic	  caspase-­‐dependent	   pathways.	   The	   intrinsic	   pathway	   involves	   cytochrome	   c	   release	  from	  mitochondria,	  which	  induces	  formation	  of	  the	  apoptosome	  complex	  made	  up	  of	  cytochrome	   c,	   apoptotic	   protease	   activating	   factor	   1	   (APAF1),	   and	   deoxyadenosine	  triphosphate	  (dATP).	  The	  apoptosome	  complex	  recruits	  and	  activates	  pro-­‐caspase-­‐9,	  leading	  to	  activation	  of	  effector	  caspases-­‐3,	  -­‐6	  and	  -­‐7	  and	  triggering	  of	  apoptosis	  (Zou	  et	   al.,	   1997).	   The	   extrinsic	   pathway	   involves	   ligand	   binding	   to	   cell-­‐death	   receptors	  that	   trigger	   intracellular	   signalling	   resulting	   in	   the	   cleavage	   of	   effector	   caspases	  (Zimmermann	   et	   al.,	   2001).	   These	   caspases	   act	   on	  proteins	   and	   cellular	   structures,	  ultimately	  causing	  the	  destruction	  and	  death	  of	  the	  cell	  (Nicholson,	  1999).	  Necrosis,	  pyroptosis	  and	  pyronecrosis	  are	  inflammatory	  forms	  of	  cell	  death	  that	  affect	  the	  local	  environment	   by	   exposing	   intracellular	   pathogens,	   thus	   allowing	   recruitment	   of	  leukocytes.	  These	  forms	  of	  cell	  death	  involve	  loss	  of	  plasma	  membrane	  integrity	  but	  do	   not	   involve	   chromatin	   condensation	   (Ting	   et	   al.,	   2008).	   Necrotic	   macrophages	  release	   pro-­‐inflammatory	   cytokines	   such	   as	   TNFα	   and	   IL-­‐1	   (Chen	   et	   al.,	   2007;	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Dinarello,	   1996),	   as	   well	   as	   alarmins	   such	   as	   high-­‐mobility	   group	   protein	   B1	  (HMGB1)	   (Lotze	   and	   Tracey,	   2005).	   The	   latter	   activates	   the	   receptor	   for	   advanced	  glycan	  end-­‐products	  and	  TLRs	  to	  drive	  inflammation	  (Park	  et	  al.,	  2004).	  The	  process	  of	  pyroptosis	  lies	  downstream	  of	  inflammatory	  caspase	  activation,	  and	  is	  triggered	  by	  a	  subset	  of	  PRRs	  that	  are	  able	  to	  form	  inflammasomes	  (below).	  	  	  
1.2. Inflammasomes	  Another	  mechanism	  used	  by	  the	  host	   for	   inflammatory	  cell	  death	  and	  antimicrobial	  responses	   involves	  activation	  of	   inflammasomes,	  cytosolic	  signalling	  complexes	  that	  lie	   downstream	   of	   certain	   members	   of	   the	   NLR	   and	   PyHIN	   families	   of	   PRR	   (see	  
Section	   1.1.3),	   NLRs	   typically	   contain	   an	   LRR	   domain	   for	   ligand	   sensing,	   a	  nucleotide-­‐binding	  domain,	  and	  either	  a	  caspase-­‐activation	  and	  recruitment	  domain	  (CARD)	  or	  a	  PYRIN	  domain	  that	  enables	  interactions	  with	  other	  proteins	  containing	  PYRIN	   domains	   (Schroder	   and	   Tschopp,	   2010).	   PyHIN	   receptors	   contain	   a	   PYRIN	  domain	  as	  well	  as	  a	  DNA-­‐binding	  HIN-­‐200	  domain	  (Schattgen	  and	  Fitzgerald,	  2011).	  In	   response	   to	   ligand	   detection,	   some	   NLRs	   and	   PyHIN	   receptors	   assemble	   into	  inflammasomes,	   which	   are	   cytosolic	   signalling	   platforms	   that	   activate	   pro-­‐inflammatory	   caspases	   such	   as	   caspase-­‐1.	   Inflammasomes	   enable	   autocatalytic	  conversion	  of	  pro-­‐caspase-­‐1	  into	  its	  catalytically	  active	  form,	  caspase-­‐1,	  which	  in	  turn	  cleaves	  pro-­‐IL-­‐1β	  and	  pro-­‐IL-­‐18	  into	  their	  mature	  forms	  of	  IL-­‐1β	  and	  IL-­‐18.	  These	  are	  then	  released	  from	  cells	  to	  mediate	  inflammation.	  Caspase-­‐1	  activation	  also	  initiates	  an	  inflammatory	  cell	  death	  pathway	  called	  pyroptosis	  (Schroder	  and	  Tschopp,	  2010).	  NLRP3,	  NLRP1,	  NLRC4,	  NLRP6	  and	  AIM2	   (Nlrp3,	  Nlrp1b,	  Nlrc4,	  Nlrp6	  and	  Aim2	   in	  mouse)	   are	   all	   capable	   of	   forming	   inflammasomes	   (Schroder	   and	   Tschopp,	   2010;	  Vanaja	   et	   al.,	   2015).	   Other	   NLRs	   (NLRP2,	   NLRP7,	   NLRP12)	   and	   PyHIN	   receptors	  (IFI16)	   have	   been	   reported	   to	   assemble	   into	   inflammasomes	   (Lamkanfi	   and	   Dixit,	  2014),	  but	   their	   association	  with	   caspase-­‐1	  activation	  has	  yet	   to	  be	  determined.	  As	  most	   studies	   on	   inflammasomes	   have	   been	   conducted	   using	   the	  mouse	  model,	   the	  studies	   described	   below	   will	   mainly	   focus	   on	   inflammasome	   responses	   in	   this	  species.	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1.2.1.	   Inflammasome	  activation	  Inflammasomes	   assemble	   in	   response	   to	   a	   variety	   of	   endogenous	   and	   exogenous	  danger	   signals.	  For	  example,	  different	  PAMPs,	  DAMPs,	  pore-­‐forming	   toxins,	   crystals	  and	   UV	   radiation	   can	   all	   trigger	   Nlrp3	   inflammasome	   activation.	   It	   is	   thought	   that	  Nlrp3	   does	   not	   directly	   detect	   such	   diverse	   stimuli,	   rather	   these	   stimuli	   are	   more	  likely	  to	  affect	  a	  host-­‐derived	  factor	  or	  event	  that	  is	  monitored	  by	  Nlrp3.	  Events	  that	  are	  thought	  to	  trigger	  Nlrp3	  activation	  downstream	  of	  these	  stimuli	  include	  K+	  efflux	  and/or	   release	   of	   lysosomal	   cathepsins,	   recruitment	   of	   Nlrp3	   to	   the	  mitochondrial	  outer	   membrane	   and	   production	   of	   ROS	   or	   oxidised	   mitochondrial	   DNA	   and	  cardiolipin.	  However	  these	  effects	  do	  not	  occur	  with	  all	  Nlrp3-­‐activating	  agents	  and	  a	  single	   unifying	   stimuli	   or	   event	   has	   yet	   to	   be	   found	   (Lamkanfi	   and	   Dixit,	   2014).	  Nlrp1b	   detects	  Bacillus	  antracis	   lethal	   toxin	  within	   the	   cytosol	   (Terra	   et	   al.,	   2010),	  while	   the	   Nlrc4	   inflammasome,	   in	   collaboration	   with	   NLRC	   subfamily	   member	  apoptosis	  inhibitory	  proteins	  (Naip)	  co-­‐receptors,	  detects	  flagellin	  and	  components	  of	  the	  type	  III	  (T3SS)	  or	  IV	  (T4SS)	  secretion	  systems	  (Kofoed	  and	  Vance,	  2011).	  Naip5	  and	  Naip6	  sense	   flagellin	   from	  bacteria	   such	  as	  S.	  Typhimurium	  and	  L.	  pneumophila	  while	  Naip1	   detects	   T3SS	   needles	   such	   as	   from	  Shigella	   flexneri,	   and	  Naip2	   detects	  rod	   proteins	   such	   as	   PrgJ	   from	   S.	   Typhimurium	   and	   BsaK	   from	   Burkholderia	  
thailandensis	   (Lage	  et	  al.,	  2014).	  The	  human	  genome	  encodes	  only	  1	  NAIP;	   this	  acts	  similarly	   to	   Naip1	   for	   detection	   of	   T3SS	   needle	   proteins,	   such	   as	   CprI	   from	  
Chromobacterium	  violacium,	   (Yang	  et	   al.,	   2013;	  Zhao	  et	   al.,	   2011).	  The	  activator	   for	  NLRP6	   has	   yet	   to	   be	   identified,	   however	   the	   NLRP6	   inflammasome	   was	   recently	  discovered	   to	   sustain	   intestinal	   homeostasis	   by	   IL-­‐18-­‐dependent	   regulation	   of	  intestinal	   microbiota	   (Vanaja	   et	   al.,	   2015).	   Finally,	   the	   Aim2	   inflammasome	   is	  activated	   by	   cytoplasmic	   dsDNA	   from	  DNA	  viruses	   such	   as	  mouse	   cytomegalovirus	  and	   vaccinia	   virus,	   and	   from	   cytosolic	   bacteria	   such	   as	   Francisella	   tularensis	   and	  
Listeria	  monocytogenes	  (Fernandes-­‐Alnemri	  et	  al.,	  2010;	  Vanaja	  et	  al.,	  2015).	  	  The	  mechanism	  of	   inflammasome	  activation	  has	  been	  extensively	   studied	  using	   the	  Nlrp3	   inflammasome	   as	   a	  model,	   and	   is	   widely	   considered	   to	   occur	   by	   a	   two-­‐step	  process.	  The	   first	   step	   involves	   a	  priming	   signal	   delivered	  by	  TLR	  agonists,	   TNF	  or	  other	   pro-­‐inflammatory	   stimuli	   that	   upregulate	   expression	   of	   inflammasome	  components,	   such	  as	  pro-­‐IL-­‐1β	  and	  Nlrp3,	   through	  NFκB	  signalling	   (Bauernfeind	  et	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al.,	   2009).	   However,	   the	   need	   for	   upregulation	   of	   inflammasome	   components	   as	   a	  priming	  mechanism	  has	  been	  debated,	  as	  even	  acute	  TLR	  stimulation	  was	  sufficient	  to	  prime	  inflammasome	  activation,	  and	  this	  effect	  was	  apparent	  before	  Nlrp3	  or	  Aim2	  protein	  upregulation	  (Juliana	  et	  al.,	  2012;	  Lin	  et	  al.,	  2014;	  Schroder	  et	  al.,	  2012p).	  This	  is	   further	   demonstrated	   in	   another	   study	   that	   showed	   that	   stimulation	   of	   TLR	  signalling	   in	   the	   presence	   of	   transcriptional	   inhibitors	   did	   not	   affect	   caspase-­‐1	  activation	  and	   therefore	   inflammasome	  activation	  (Fernandes-­‐Alnemri	  et	  al.,	  2013).	  In	  addition,	   the	  authors	   reported	  a	  need	   for	   IRAK1	   for	   rapid	  NLRP3	   inflammasome	  activation	   and	   possible	   association	   of	   IRAK1	   with	   NLRP3,	   suggesting	   that	   NLRP3	  might	   require	   or	   be	   modulated	   by	   IRAK1	   kinase	   activity.	   The	   second	   step	   of	  inflammasome	  activation	  is	  referred	  to	  as	  inflammasome	  triggering.	  Specific	  agonists	  such	   as	   ATP	   or	   the	   pore-­‐forming	   toxin,	   nigericin,	   trigger	   clustering	   of	   Nlrp3,	   thus	  enabling	   the	   PYRIN	   domain	   of	   Nlrp3	   to	   recruit	   apoptosis-­‐associated	   speck-­‐like	  protein	   containing	   a	   caspase-­‐recruitment	   domain	   (ASC),	   via	   homotypic	   PYRIN	  domain	   interactions.	   ASC,	   in	   turn,	   recruits	   caspase-­‐1	   to	   enable	   processing	   and	  subsequent	   release	   of	   mature	   IL-­‐1β	   and	   IL-­‐18,	   as	   well	   as	   initiation	   of	   pyroptosis	  (Lamkanfi	  and	  Dixit,	  2012).	  Release	  of	  IL-­‐1β	  acts	  to	  promote	  Th1	  and	  Th17	  responses	  and	   humoral	   immunity.	   Cleavage	   of	   pro-­‐IL-­‐18,	  which	   is	   constitutively	   expressed	   in	  macrophages,	   results	   in	   active	   IL-­‐18	   that	  mediates	   IL-­‐17	   production	   by	   Th17	   cells	  and	  that	  skews	  T	  cells	  towards	  either	  a	  Th1	  or	  Th2	  phenotype	  in	  concert	  with	  other	  cytokines	   (Dinarello	   2009).	   Pyroptosis	   results	   in	   the	   release	   of	   inflammatory	  cytokines	  and	  antigens	  from	  the	  cell	  along	  with	  DAMPs	  such	  as	  IL-­‐1α	  and	  HMGB1	  that	  may	   act	   as	   adjuvants	   to	   recruit	   the	   adaptive	   immune	   system	   (Lamkanfi	   and	   Dixit,	  2014).	  Each	  inflammasome	  complex	  consumes	  ATP	  and	  is	  thought	  to	  form	  a	  double-­‐ringed	   wheel	   structure	   with	   7-­‐	   or	   8-­‐fold	   symmetry	   similar	   to	   the	   structure	   of	   the	  apoptosome	  (Lechtenberg	  et	  al.,	  2014).	  	  In	   addition	   to	   canonical	   inflammasome	  activation	   involving	   activation	  of	   caspase-­‐1,	  non-­‐canonical	  inflammasome	  activation	  can	  also	  occur	  through	  activation	  of	  caspase-­‐11.	  Caspase-­‐11	  senses	  cytosolic	  acylated	  LPS	  with	  a	   lipid	  A	  structure	  and	   therefore	  responds	   to	   Gram-­‐negative	   bacteria	   independently	   of	   TLR4	   (Hagar	   et	   al.,	   2013;	  Kayagaki	  et	  al.,	  2013;	  Lupfer	  et	  al.,	  2014;	  Yang	  et	  al.,	  2015).	  Expression	  of	  caspase-­‐11	  is	  regulated	  by	  ROS	  (Lupfer	  et	  al.,	  2014)	  and	  caspase-­‐11	  is	  able	  to	  self-­‐oligomerise	  to	  form	   an	   inflammasome	   independently	   of	   caspase-­‐1	   activation	   (Vanaja	   et	   al.,	   2015;	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Yang	  et	  al.,	  2015).	  Caspase-­‐11	  is	  required	  for	  macrophages	  to	  secrete	  IL-­‐1β	  and	  IL-­‐18	  in	  response	  to	  infection	  with	  bacteria	  such	  as	  Escherichia	  coli,	  Citrobacter	  rodentium,	  and	  Vibrio	  cholerae,	  however	  caspase-­‐11	  is	  unable	  to	  mediate	  release	  of	  IL-­‐1β	  and	  IL-­‐18	   by	   itself.	   Instead,	   caspase-­‐11	   activation	   signals	   canonical	   NLRP3	   inflammasome	  activation	  to	  activate	  caspase-­‐1	  and	  thereby	  induce	  IL-­‐β	  and	  IL-­‐18	  secretion	  (Vanaja	  et	  al.,	  2015).	  In	  contrast,	  pyroptosis	  in	  response	  to	  these	  bacteria	  relies	  on	  caspase-­‐11	  but	  not	  caspase-­‐1.	  This	  was	  illustrated	  through	  the	  use	  of	  mouse	  models	  of	  endotoxic	  shock,	   where	   caspase-­‐11	   deficient	   mice	   were	   protected,	   while	   caspase-­‐1-­‐deficient	  mice	  were	   not	   (Kayagaki	   et	   al.,	   2011;	  Wang	   et	   al.,	   1998).	   It	   has	   also	   recently	   been	  shown	  that	  human	  caspase-­‐4	  and	  -­‐5	  are	  able	  to	  substitute	  for	  caspase-­‐11	  for	  cytosolic	  LPS	   sensing	   and	   pyroptosis	   induction	   and	   vice	   versa	   in	   human	   cells	   (Yang	   et	   al.,	  2015).	  Thus,	  caspases-­‐4	  and	  -­‐5	  function	  as	  human	  counterparts	  of	  caspase-­‐11	  (Vanaja	  et	  al.,	  2015).	  	  	  
1.2.2. Role	  of	  ubiquitination	  in	  inflammasome	  activation	  	  	  	  Although	   exact	   post-­‐translational	  mechanisms	   involved	   in	   inflammasome	   assembly	  are	   still	   poorly	   defined,	   several	   recent	   studies	   have	   implicated	   ubiquitin	  modifications	   in	   this	   process,	   particularly	   for	   the	   NLRP3	   inflammasome.	   The	  most	  commonly	  studied	  forms	  of	  ubiquitination	  are	  K48-­‐linked	  ubiquitin	  chains	  (ubiquitin	  linked	  by	  the	  48th	  lysine)	  and	  typically	  function	  to	  promote	  proteasomal	  degradation,	  and	  K63-­‐linked	  (linked	  by	  the	  63rd	  lysine)	  ubiquitin	  that	  support	  assembly	  of	  protein	  complexes	   and	   downstream	   signalling	   in	   the	   context	   of	   endocytic	   trafficking,	  inflammation,	  translation	  and	  DNA	  repair	  (Zinngrebe	  et	  al.,	  2014).	  	  In	  its	  resting	  state,	  NLRP3	  is	  ubiquitinated	  with	  both	  K48-­‐	  and	  K63-­‐linked	  ubiquitin	  chains	   (Py	   et	   al.,	   2013).	   Removal	   of	   these	   ubiquitin	   chains	   is	   required	   to	   allow	  interactions	   with	   ASC	   and	   pro-­‐caspase-­‐1,	   and	   thus	   assembly	   of	   the	   inflammasome	  (Lopez-­‐Castejon	  et	  al.,	  2013).	  Deubiquitination	  of	  NLRP3	  is	  suggested	  to	  occur	  by	  a	  2-­‐step	  deubiquitination	  mechanism.	  The	   first	   step	   is	   initiated	  by	  TLR4	   signalling	   and	  proposed	   to	   require	   mitoROS,	   but	   occurs	   rapidly	   and	   therefore	   independently	   of	  NFκB	  signalling.	  The	  second	  step	  involves	  ATP-­‐triggered	  deubiquitination	  and	  is	  not	  dependent	  on	  mitoROS.	  BRCC3	  was	  identified	  as	  one	  NLRP3	  deubiquitinase	  (Py	  et	  al.,	  2013),	  however	  others	  are	  likely	  to	  be	  involved.	  In	  addition,	  linear	  ubiquitination	  of	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ASC	  by	  the	  linear	  ubiquitin	  chain	  assembly	  complex	  (LUBAC),	  which	  is	  composed	  of	  SHANK-­‐associated	   RH	   domain	   interactor	   (SHARPIN),	   heme-­‐oxidised	   IRP2	   ligase-­‐1	  (HOIL-­‐IL)	   and	   HOIL-­‐IL-­‐interaction	   protein	   (HOIP)	   (Rodgers	   et	   al.,	   2014;	   Tokunaga	  and	   Iwai,	   2012),	  was	   also	   shown	   to	   be	   required	   for	   ASC-­‐dependent	   inflammasome	  assembly	   and	   activation	   (Rodgers	   et	   al.,	   2014).	   Proximal	   events	   in	   inflammasome	  activation	   are	   also	   affected	   by	   ubiquitination.	   For	   example,	   cellular	   inhibitor	   of	  apoptosis	  proteins	   (cIAPs),	   cIAP1	  and	  cIAP2,	   interact	  with	   the	  adaptor	  protein	  TNF	  receptor	   associated	   factor	   2	   (TRAF2),	   that	   mediates	   TNFα-­‐mediated	   activation	   of	  MAPK8/JNK	   and	   NFκB	   activation,	   in	   caspase-­‐1-­‐containing	   complexes	   to	   promote	  K63-­‐linked	  polyubiquitination	  of	  caspase-­‐1	  (Bertrand	  et	  al.,	  2009;	  Labbé	  et	  al.,	  2011).	  Deficiency	   of	   these	   cIAPs	   impaired	   caspase-­‐1	   activation,	   indicating	   that	  polyubiquitination	   of	   caspase-­‐1	   with	   K63-­‐linked	   ubiquitin	   is	   essential.	   This	   was	  suggested	   to	  occur	  by	  mediating	   recruitment	  and	  oligomerisation	  of	   inflammasome	  components	  or	  by	  enhancing	  the	  catalytic	  activity	  of	  caspase-­‐1.	  Finally,	  mouse	  models	  with	  deletion	  of	   the	  deubiquitinase	  tumour	  necrosis	   factor,	  alpha-­‐induced	  protein	  3	  (A20	   or	   Tnfaip3	   in	   mice)	   in	   macrophages	   showed	   increased	   basal	   and	   inducible	  Nlrp3	  and	  pro-­‐IL-­‐1β	  expression	  and	  Nlrp3	   inflammasome	  activation,	   indicating	  that	  A20/Tnfaip3	  may	  function	  as	  a	  negative	  regulator	  of	  Nlrp3	  inflammasome	  activation	  (Vande	  Walle	  et	  al.,	  2014).	   Indeed,	  a	  subsequent	  study	  revealed	  that	  A20	  prevented	  ubiquitination	   of	   pro-­‐IL-­‐1β	   with	   K63-­‐linked	   and	   unanchored	   polyubiquitin,	   which	  was	  required	  to	  promote	  pro-­‐IL-­‐1β	  proteolysis	  by	  caspase-­‐1	  (Duong	  et	  al.,	  2015).	  One	  component	   of	   this	   thesis	   explored	   the	   role	   of	   a	   novel	   ubiquitin	   ligase	   in	   regulating	  inflammasome	  responses	  in	  human	  macrophages.	  	  
1.3.	  Species-­‐Specific	  Immunity	  	  Studies	  of	  immunity	  commonly	  utilise	  mice	  as	  a	  model	  system	  to	  replicate	  molecular	  pathways,	   cellular	   responses	   and	   disease	   processes	   in	   humans.	   Indeed,	   the	  mouse	  model	   has	   proven	   to	   be	   incredibly	   effective	   in	   contributing	   to	   the	   development	   of	  many	  therapeutics,	  for	  example	  anti-­‐TNFα	  and	  anti-­‐IL-­‐6	  for	  RA,	  and	  IL-­‐1	  antagonists	  for	   gout	   and	   type	   II	   diabetes	   (Dinarello,	   2010).	  However,	   not	   all	   therapies	   that	   are	  promising	  in	  mice	  necessarily	  translate	  to	  positive	  outcomes	  in	  human	  clinical	  trials.	  In	  some	  cases,	  trials	  of	  some	  therapies	  have	  actually	  exacerbated	  disease,	  for	  example	  sepsis	   (Table	   1.2).	   Such	   failures	   may	   relate	   to	   deficiencies	   in	   specific	   models	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employed.	   For	   example,	   experimental	   sepsis	   therapies	   that	   are	   effective	   in	   the	   LPS	  shock	  model	  are	  not	  efficacious	  in	  polymicrobial	  sepsis	  models	  that	  more	  effectively	  model	  human	  sepsis	  (Rittirsch	  et	  al.,	  2007;	  Ward,	  2012).	  Another	  contributing	  factor	  is	   likely	   to	  be	   species	  differences	   in	   immune	  pathways.	   In	   this	   regard,	   humans	  and	  mice	  diverged	  from	  a	  common	  ancestor	  70	  to	  80	  million	  years	  ago	  (Waterston	  et	  al.,	  2002),	   and	   genes	   involved	   in	   reproduction,	   perception	   and	   immune	   responses	   are	  particularly	   sensitive	   to	   evolutionary	   change	   (Ellegren,	   2008;	   Heger	   and	   Ponting,	  2007;	   Pizzari	   and	   Birkhead,	   2002).	   Indeed,	   numerous	   phenotypic	   differences	   have	  been	   recorded	   between	   the	   immune	   systems	   of	   humans	   and	   mice	   (Mestas	   and	  Hughes,	  2004),	  particularly	  in	  innate	  immunity	  (Messier-­‐Solek	  et	  al.,	  2010),	  since	  this	  system	   is	   under	   constant	   selection	   pressure	   to	   co-­‐evolve	   with	   rapidly-­‐evolving	  pathogens.	   In	   this	   respect,	   understanding	   species	   differences	   in	   immune	   pathways	  may	  provide	  new	  insights	   into	  pathogen	  control	  mechanisms	  used	  by	  different	  host	  species.	  	  
Therapeutic	  
strategy	  
Outcome	  of	  clinical	  trials	   References	  
TNFα	  blockade	  	   No	  improvement	  or	  dose-­‐dependent	  increase	  in	  mortality,	  though	  some	  trials	  have	  also	  reported	  beneficial	  effects	  in	  seriously	  ill	  septic	  patients	  
(Arndt	   and	   Abraham,	  2001;	   Fisher	   et	   al.,	  1996;	   Rittirsch	   et	   al.,	  2007)	  IL-­‐1	  receptor	  antagonism	  	  
No	  significant	  reduction	  in	  mortality	  in	  two	  phase	  III	  trials,	  although	  a	  slight	  increase	  in	  survival	  rates	  or	  survival	  time	  was	  reported	  in	  patients	  with	  organ	  dysfunction	  and/or	  ≥24%	  risk	  of	  mortality	  
(Fisher	   et	   al.,	   1994;	  Opal	   et	   al.,	   1997;	  Rittirsch	  et	  al.,	  2007)	  
Anti-­‐endotoxin	  	   Numerous	  large	  scale	  trials	  conducted,	  with	  no	  consistent	  therapeutic	  benefit	   (Arndt	   and	   Abraham,	  2001;	   Rittirsch	   et	   al.,	  2007)	  Nitric	  oxide	  synthase	  inhibition	   Increased	  mortality,	  possibly	  due	  to	  cardiovascular	  effects,	  in	  a	  phase	  III	  trial	   (Fortin	  et	  al.,	  2010)	  
Table	  1.2:	  Examples	  of	  therapeutic	  strategies	  effective	  in	  mouse	  sepsis	  models	  
but	  not	  in	  subsequent	  human	  clinical	  studies.	  	  This	  table	  is	  from	  (Ariffin	  and	  Sweet,	  2013).	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One	  mechanism	  by	  which	  species	  differences	  arise	   is	   through	   the	  evolution	  of	  non-­‐orthologous	   genes.	   Divergent	   expression	   or	   function	   of	   paralogous	   genes	   due	   to	  mutations	  may	  ultimately	  result	  in	  a	  non-­‐functional	  pseudogene	  in	  one	  species	  or	  the	  emergence	  of	  an	  entirely	  new	   function	   in	  another,	   thus	   resulting	   in	   species-­‐specific	  gene	  repertoires.	  Differential	  regulation	  or	  function	  of	  strict	  one-­‐to-­‐one	  orthologous	  genes	   can	   also	   occur	   through	   multiple	   mechanisms,	   thus	   leading	   to	   differences	   in	  biological	   roles.	   These	   differences	  may	   arise	   through	  mutations	   in	   gene	   regulatory	  sequences	   that	   alter	   regulation	   of	   gene	   expression,	   or	   through	   amino	   acid	   changes	  that	  affect	   ligand	  specificity	   thereby	  changing	  protein	   function.	  Examples	  of	   species	  differences	  in	  the	  context	  of	  PRRs	  are	  discussed	  below	  and	  are	  illustrated	  in	  Figure	  
1.1	  and	  Figure	  1.2.	  	  
1.3.1.	   Differences	  in	  Pathogen-­‐sensing	  mechanisms	  As	  previously	  mentioned,	  humans	  possess	  ten	  functional	  TLRs	  (TLR	  1-­‐10)	  while	  mice	  have	  12	  (Tlr1-­‐9,	  Tlr11-­‐13)	  (Roach	  et	  al.,	  2005).	  In	  humans,	  TLR10	  is	  a	  functional	  gene,	  while	   in	  mice	   it	   is	  a	  pseudogene,	  and	   the	  reverse	   is	   true	   for	  Tlr11,	  12	  and	  13.	   Since	  TLR2/10	  detects	  triaceylated	  lipopeptides	  similarly	  to	  TLR1/2,	  but	  activates	  distinct	  signalling	   pathways	   (Table	   1.1),	   this	   particular	   difference	   in	   TLR	   repertoire	   likely	  reflects	   a	   species-­‐specific	   difference	   in	   signalling	   and	   gene	   expression	   outputs	  between	   humans	   and	  mice.	   The	   existence	   of	   species-­‐specific	   pathogen	   recognition	  systems	   is	  also	  highlighted	  by	  the	  detection	  of	  E.	  coli	  and	  T.	  gondii	  by	  murine	  Tlr11	  (mTlr11)	   (Yarovinsky	  et	  al.,	  2005a;	  Zhang	  et	  al.,	  2004a),	  and	  of	  vesicular	  stomatitis	  virus	   and	  23S	   rRNA	   from	  Gram-­‐positive	   bacteria	   by	  mTlr13	   (Hidmark	   et	   al.,	   2012;	  Oldenburg	   et	   al.,	   2012).	   Intriguingly,	   mTlr13	   recognises	   a	   specific	   nucleic	   acid	  sequence	  within	  23S	   rRNA.	  Methylation	  of	   this	   sequence	   confers	  not	   only	  bacterial	  resistance	   to	   a	   group	   of	   antibiotics	   including	   erythromycin,	   but	   also	   evasion	   of	  detection	  by	  mTlr13	  (Oldenburg	  et	  al.,	  2012).	  Thus,	  it	  was	  proposed	  that	  widespread	  antibiotic	  resistance	  led	  to	  subversion	  of	  recognition	  by	  TLR13,	  resulting	  in	  its	  lack	  of	  conservation	   in	   humans.	   Even	   for	   PRRs	   that	   share	   one-­‐to-­‐one	   orthologs	   between	  species,	   differences	   in	   cell-­‐specific	   expression	   and/or	   ligand	   specificity	   also	   exist	  between	  human	  and	  mouse.	  For	  example,	  the	  TLR4/MD2	  LPS	  receptor	  complex	  has	  different	  sensitivities	  in	  detecting	  lipid	  IVa	  and	  taxol	  (Rossol	  et	  al.,	  2011).	  Lipid	  IVa	  is	  a	  lipid	  A	  (active	  moiety	  of	  LPS)	  precursor	  that	  has	  only	  4	  acyl	  chains	  instead	  of	  6	  as	  in	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lipid	  A,	  and	  acts	  as	  a	  TLR4	  agonist	  in	  mouse	  and	  a	  TLR4	  antagonist	  in	  human	  due	  to	  its	   difference	   in	   binding	   affinity	  with	   human	   and	  mouse	  MD2	   (Saitoh	   et	   al.,	   2004).	  This	   was	   hypothesised	   to	   lead	   to	   the	   enhanced	   sensitivity	   of	   humans	   to	   LPS	   in	  comparison	  to	  mice.	  Taxol,	  which	   is	  a	  chemical	   isolated	  from	  the	  bark	  of	   the	  Pacific	  yew	   tree	   and	   currently	   in	   use	   for	   cancer	   therapy	   as	  Paclitaxel	   (Zheng	   et	   al.,	   2015),	  mimics	  the	  action	  of	  LPS	  and	  is	  similarly	  agonistic	  in	  mouse	  but	  not	  in	  human	  due	  to	  differential	   recognition	  by	  MD2	  (Kawasaki	  et	   al.,	   2003).	  These	  differences	   illustrate	  how	  TLR	   responses	   can	  be	   as	   a	  whole	   conserved	  between	   species,	   but	   still	   display	  certain	  species-­‐specific	  pathogen	  recognition	  pathways.	  	  
	  
Figure	  1.1:	  Mechanisms	  for	  differences	   in	  TLR	  repertoire	  or	   function	  between	  
human	  and	  mouse	  and	  possible	  consequences.	  Differences	   in	  TLRs	  between	  human	   and	  mouse	  have	   arisen	   through	  differences	   in	  gene	  repertoire	  (e.g.	  loss	  of	  TLR13	  in	  human),	  as	  well	  as	  differences	  in	  the	  functions	  of	   one-­‐to-­‐one	   orthologues	   (e.g.	   differences	   in	   expression,	   ligand	   specificity,	   target	  genes	   and/or	   downstream	   biological	   responses).	   This	   figure	   is	   from	   Ariffin	   and	  Sweet,	  2013.	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In	   the	   NLR	   family,	   humans	   express	   22	  NLR	   genes	  while	   there	   are	   >30	  murine	  Nlr	  (mNlr)	   genes.	   Interestingly,	   the	   divergence	   in	   repertoire	   is	   more	   apparent	   in	  inflammasome-­‐forming	  NLRP	  and	  NLRC	  subfamilies,	  rather	  than	  the	  NOD	  subfamily	  (Schroder	   and	   Tschopp,	   2010).	  Multiple	   paralogs	   of	   the	   human	  NAIP	   gene	   exist	   in	  mouse	  (Kofoed	  and	  Vance,	  2012),	  and	  hNLRP1,	  hNLRP4	  and	  hNLRP9	  also	  share	  one-­‐to-­‐many	  orthology	  relationships	  with	  mouse	  genes	  (Elinav	  et	  al.,	  2011;	  Schroder	  and	  Tschopp,	  2010).	  In	  contrast,	  there	  are	  no	  orthologs	  of	  hNLRP7,	  hNLRP8,	  hNLRP11	  and	  hNLRP13	   in	  mice.	  For	  NLRP8	  and	  NLRP13,	   this	  likely	  reflects	  the	  loss	  of	  these	  genes	  during	  rodent	  evolution,	  since	  orthologs	  are	  present	  across	  other	  mammalian	  species	  (Tian	  et	  al.,	  2009).	  In	  the	  case	  of	  NLRP7	  and	  NLRP11,	  the	  absence	  from	  mouse	  reflects	  primate-­‐specific	  evolution;	  hNLRP7	   is	   thought	  to	  have	  arisen	  from	  duplication	  of	  an	  ancestral	  NLRP2	   gene	  during	  primate	   evolution,	   and	   a	   similar	   scenario	   is	   likely	   for	  hNLRP11,	  which	  is	  related	  to	  hNLRP4	  and	  hNLRP9	  (Tian	  et	  al.,	  2009).	  Although	  some	  of	  the	  most	  widely	  studied	  NLRs,	  for	  example,	  NLRP3,	  NOD1	  and	  NOD2	  show	  one-­‐to-­‐one	   orthology	   relationships	   between	   human	   and	   mouse,	   differences	   in	   activation	  signals	   or	   function	   have	   been	   observed.	   For	   example,	   hNLRP3	   but	   not	   mNlrp3	   is	  activated	  by	  Francisella	  tularensis	   (Atianand	  et	   al.,	   2011),	  whereas	  both	  hAIM2	  and	  mAim2	  are	  able	  to	  sense	  this	  pathogen	  (Atianand	  et	  al.,	  2011;	  Fernandes-­‐Alnemri	  et	  al.,	  2010).	  This	  may	  result	  from	  sequence	  differences	  between	  hNLRP3	  and	  mNlrp3,	  or	  pathways	  regulating	  their	  activation,	  and	  could	  contribute	  to	  species	  differences	  in	  detection	  of	  other	  danger	  signals.	  The	  species-­‐specific	  expansion	  or	  loss	  of	  NLRs	  and	  differences	   in	   ligand	   detection	   demonstrates	   how	   NLRs	   have	   evolved	   to	   allow	   the	  tailoring	  of	  immune	  responses	  within	  each	  species.	  This	  highlights	  the	  importance	  of	  NLRs	  as	  key	  microbial	  and	  danger	  sensors	  for	  immune	  responses	  (Vanaja	  et	  al.,	  2015;	  Vasseur	  et	  al.,	  2012).	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Figure	  1.2:	  Mechanisms	  for	  differences	   in	  NLR	  repertoire	  or	   function	  between	  
human	  and	  mouse	  and	  possible	  consequences.	  	  NLR	  repertoires	   in	  human	  and	  mouse	  have	  diverged	   through	  gain	  or	   loss	  of	   genes,	  and	   through	   diversification	   of	   sensing	   mechanisms	   (e.g.	   use	   of	   multiple	   Naip	   co-­‐receptors	  to	  modulate	  specificity	  of	  Nlrc4	  ligand	  sensing	  in	  mouse).	  Orthologous	  NLR	  genes	   have	   also	   undergone	   functional	   divergence	   leading	   to	   differences	   in	  inflammasome	   priming,	   activation	   and	   regulation	   *number	   of	   Naip	   genes	   varies	  between	  different	  mouse	  strains.	  This	  figure	  is	  from	  (Ariffin	  and	  Sweet,	  2013).	  	  
1.3.2.	   Differences	  in	  PRR-­‐regulated	  gene	  expression	  Given	   that	   many	   PRRs	   initiate	   substantial	   transcriptional	   programs,	   differences	   in	  regulation	  of	  target	  genes	  could	  also	  contribute	  substantially	  to	  species	  differences	  in	  immune	  pathways.	  Indeed,	  there	  are	  well	  known	  examples	  of	  differential	  regulation	  of	   innate	   immune	  PRR	  target	  genes	  resulting	   in	  species	  differences	   in	  antimicrobial	  pathways.	   For	   example,	   Vitamin-­‐D-­‐mediated	   antimicrobial	   activity	   against	   M.	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tuberculosis	  occurs	   in	   a	   TLR2-­‐inducible	  manner	   for	   the	   induction	   of	   cathelicidin	   in	  human	  macrophages	  (Liu	  et	  al.,	  2007c;	  Martineau	  et	  al.,	  2007;	  Yang	  et	  al.,	  2009;	  Yuk	  et	  al.,	  2009).	  However,	  vitamin	  D-­‐inducible	  cathelicidin	  production	  does	  not	  occur	  in	  mouse	   macrophages.	   Instead,	   mouse	   macrophages	   produce	   cathelicidin	   through	  TLR9-­‐mediated	   activation	   of	   extracellular	   signal-­‐regulated	   kinase	   (ERK)	   signalling	  upon	   recognition	   of	   bacterial	   DNA	   (Koon	   et	   al.,	   2011).	   In	  mouse	  macrophages,	   the	  
iNOS	  gene	  is	  robustly	  induced	  by	  IFNγ	  and	  LPS	  to	  enable	  NO-­‐mediated	  host	  defence	  against	   bacterial	   pathogens	   (Bogdan,	   2001;	   Schroder	   et	   al.,	   2004).	   However,	   the	  human	   iNOS	   gene	   is	   not	   regulated	   by	   these	   stimuli	   (Bogdan,	   2001),	   but	   rather	   is	  weakly	  upregulated	  by	  IFNα/β,	  IL-­‐4	  and	  anti-­‐CD23	  in	  human	  macrophages	  (Aubry	  et	  al.,	   1997;	  Diefenbach	   et	   al.,	   1998).	  The	   lack	  of	   conservation	   in	  LPS/IFNγ	   regulation	  was	  revealed	  to	  be	  due	  to	  multiple	  substitutions	  in	  an	  enhancer	  region	  of	  the	  human	  promoter	  (Zhang	  et	  al.,	  1996).	  In	  contrast,	  the	  mouse	  promoter	  elements	  enabled	  LPS	  responsiveness,	   and	   subsequent	   studies	   also	   revealed	   a	   requirement	   for	   the	  transcription	  factors	  STAT1	  and	  IRF-­‐1	  for	  induction	  of	  iNOS	  (Kamijo	  et	  al.,	  1994).	  In	  contrast	  to	  LPS-­‐induction	  of	   iNOS	  in	  mouse	  macrophages,	  production	  of	  IDO	  is	  LPS-­‐inducible	  in	  human	  but	  not	  mouse	  macrophages	  (Roshick	  et	  al.,	  2006;	  Schroder	  et	  al.,	  2012a).	  As	  NO	  inhibits	  IDO	  (Thomas	  et	  al.,	  1994),	  this	  may	  relate	  to	  differential	  iNOS	  induction	  in	  human	  versus	  mouse	  macrophages.	  The	  differential	  use	  of	  IDO	  in	  human	  and	   mouse	   antimicrobial	   responses	   illustrates	   an	   example	   of	   host/pathogen	   co-­‐evolution;	  only	  the	  human-­‐tropic	  strain	  of	  Chlamydia,	  C.	  trachomatis,	  expresses	  genes	  to	  divert	   the	  host	   tryptophan	   starvation	  pathway,	  while	   the	  mouse-­‐tropic	   strain,	  C.	  
muridarum	  does	  not	  (Nelson	  et	  al.,	  2005).	  	  	  The	  above	   studies	  highlight	  how	  regulatory	  mechanisms	  can	  be	  quite	  divergent	   for	  antimicrobial	  pathways	  that	  are	  common	  between	  species.	  More	  recent	  studies	  have	  attempted	   to	   define	   how	   widespread	   innate	   immune	   gene	   regulation	   is	   between	  species.	  One	  study	   looking	  at	  gene	  expression	  profiles	   from	  datasets	  obtained	   from	  burn,	   trauma	   and	   endotoxemia	   patients	   in	   comparison	   to	   mouse	   models	   reported	  that	   correlation	   between	   the	   gene	   expression	   profiles	   in	   humans	   and	   the	  corresponding	  mouse	  models	   is	  very	   low	  and	  close	   to	  random	  (R2	  between	  0.0	  and	  0.1)	   (Seok	  et	   al.,	   2013).	  However,	   a	   separate	   study	   re-­‐evaluating	   the	   same	  datasets	  reported	  high	  correlation	  of	  gene	  expression	  between	  humans	  and	  mice	  (Takao	  and	  Miyakawa,	  2015).	  Among	   the	  differences	   in	  analysis	  employed	  by	   the	   second	  study	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are	   the	   exclusion	   of	   murine	   genes	   not	   significantly	   responsive	   to	   stimuli	   for	  comparison	  against	   orthologous	  human	  genes	   responsive	   to	   stimuli,	   and	   the	  use	  of	  mouse	   datasets	   that	   most	   highly	   matched	   a	   particular	   human	   disorder.	   This	   was	  conducted	  due	   to	   the	   assumption	   that	  mouse	  models	   only	  mimic	   partial	   aspects	   of	  human	   disorders	   and	   inclusion	   of	   non-­‐responsive	  murine	   genes	   would	   reduce	   the	  sensitivity	   of	   the	   analysis	   for	   detection	   of	   shared	   responses	   between	   the	   human	  disorders	  and	  corresponding	  mouse	  models.	  The	  authors	  also	  used	  the	  best-­‐matching	  datasets	  with	   the	   rationale	   that	  mouse	  models	   that	  most	   closely	  match	   the	   human	  condition	   are	   most	   useful	   as	   models	   and	   thus	   for	   comparisons.	   While	   in	   vivo	  comparisons	  between	  humans	  and	  mice	  are	  difficult	  because	  of	  many	  variables	  that	  cannot	   be	   adequately	   controlled	   for,	   a	   study	   comparing	   the	   transcriptional	   profiles	  from	   7	   human	   and	  mouse	   immune	   cell	   groups	   during	   differentiation,	   showed	   that	  global	   transcription	   profiles,	   lineage-­‐specific	   gene	   expression,	   and	   underlying	  regulatory	  mechanisms	  were	  extensively	  conserved	  between	  the	  species	  (Shay	  et	  al.,	  2013).	   Nevertheless,	   divergence	   in	   cis-­‐regulatory	   elements	  was	   observed	   for	   some	  lineage-­‐specific	   genes.	   Similar	   findings	   were	   reported	   in	   a	   prior	   study	   from	   this	  laboratory	   looking	   specifically	   at	   human	   and	   mouse	   macrophage	   transcriptional	  responses	   to	   LPS	   (Schroder	   et	   al.,	   2012a).	   This	   study	   found	   that	   conservation	   of	  orthologous	   TLR4-­‐responsive	   genes	   was	   high	   between	   human	   and	   mouse,	   with	  intracellular	  signalling	  components	  typically	  regulated	  similarly	  between	  the	  species.	  However,	   24%	   of	   orthologous	   genes	   were	   identified	   to	   be	   differentially	   LPS-­‐regulated.	  This	   subset	  of	  divergently	   regulated	  genes	  was	  enriched	  with	  genes	   that	  encode	  for	  cellular	  inputs	  such	  as	  PRRs	  and	  cytokine	  receptors	  (e.g.	  TLR6,	  TLR8	  and	  IL-­‐7Rα),	   outputs	   such	   as	   inflammatory	   cytokines	   and	   chemokines	   (e.g.	   CCL20	   and	  CXCL13),	  feedback	  regulators	  (e.g.	  IRAK3,	  JDP2,	  SOCS1	  and	  ATF3)	  and	  antimicrobial	  effector	  genes	  (e.g.	  iNOS	  and	  IDO).	  Intriguingly,	  divergently	  regulated	  genes	  had	  high	  promoter	  conservation	  between	  species,	  but	  were	  associated	  with	  specific	  promoter	  architectural	   features	   (e.g.	   TATA	   box	   enrichment,	   CpG	   island	   depletion)	   and	   a	  dynamic	   range	   of	   gene	   expression,	   suggesting	   that	   the	   most	   complex	   and	   highly	  conserved	  promoters	  are	  also	  hypersensitive	  to	  selection	  pressure	  and	  evolutionary	  change	   in	   cis-­‐regulatory	   elements.	   Thus,	   divergently	   regulated	   genes	   are	   likely	  involved	   in	   species-­‐specific	   adaptations	  of	   critical	   immune	  pathways	  and	   strategies	  that	  are	  important	  for	  host	  defence.	  In	  view	  of	  this,	  one	  part	  of	  this	  project	  sought	  to	  investigate	   the	   functional	   consequences	   resulting	   from	   interspecies	   divergence	   of	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novel	   LPS-­‐responsive	   genes	   in	   the	   context	   of	   human	   macrophage	   antimicrobial	  responses	  to	  Gram-­‐negative	  bacteria.	  These	  studies	  ultimately	  led	  to	  investigating	  the	  role	  of	  one	  TLR-­‐inducible	  gene	  in	  inflammasome	  responses	  in	  human	  macrophages.	  	  
1.4.	  Immunoregulatory	  effects	  of	  pharmacological	  agents	  Research	  on	   inflammatory	  and	  autoimmune	  diseases	  has	   led	   to	   the	  development	  of	  many	   agents	   that	   control	   inflammatory	   processes.	   Classic	   examples	   include	   the	  treatment	   of	   RA	   and	   inflammatory	   bowel	   disease	   (IBD)	   with	   biological	   agents	  targeting	   TNFα	   and	   IL-­‐6	   (Feldmann,	   2002;	   Nishimoto	   et	   al.,	   2004).	   However	   these	  agents	  have	  been	  reported	  to	  compromise	  host	  defence	  due	  to	  lowered	  immunity.	  For	  example,	   treatment	   of	   RA	   and	   IBD	   patients	   with	   Infliximab,	   a	   humanized	   TNFα	  neutralizing	  antibody,	  leads	  to	  increased	  risk	  of	  serious	  infections	  particularly	  in	  the	  first	  six	  months	  of	  treatment	  (Galloway	  et	  al.,	  2011).	  Anti-­‐TNFα	  therapy	  has	  also	  been	  associated	   with	   increased	   risk	   of	   malignancies	   (Bongartz	   et	   al.,	   2006)	   as	   well	   as	  reactivation	  of	  latent	  tuberculosis	  (Gómez-­‐Reino	  et	  al.,	  2003;	  Keane	  et	  al.,	  2001).	  This	  is	  perhaps	  unsurprising,	  given	  that	  TNFα	  is	  known	  to	  be	  important	  for	  host	  defence	  and	   tumour	   growth	   control.	   The	  occurrence	  of	   such	  unwanted	   side	   effects	   stresses	  the	   need	   to	  monitor	   the	   impact	   of	   novel	   anti-­‐inflammatory	   agents	   on	   host	   defence	  pathways.	  Impaired	  bacterial	  clearance	  by	  macrophages	  could	  reveal	  potential	  risks	  for	   therapeutic	   applications,	   given	   the	   importance	   of	   these	   cells	   in	   host	   defence.	  Conversely,	   if	   these	   responses	   are	   promoted,	   novel	   insights	   into	   macrophage	  antimicrobial	   pathways	   and	   new	   therapeutic	   opportunities	  might	   also	   be	   unveiled.	  Therefore,	   the	   second	   component	   of	   this	   project	   focused	   on	   investigating	   potential	  immunoregulatory	  effects	  of	  novel	  pharmacological	  agents	   that	   target	  host	  proteins	  under	   consideration	   as	   anti-­‐inflammatory	   targets,	   the	   G	   protein-­‐coupled	   receptor	  (GPCR)	  C5aR	  and	  histone	  deacetylases	  (HDACs).	  	  	  
1.4.1.	   Histone	  Deacetylases	  DNA	  inside	  a	  eukaryotic	  cell	   is	  compacted	  into	  chromatin	  fibres	  that	  wrap	  around	  4	  pairs	   of	   histone	   proteins,	   forming	   a	   nucleosome.	   Regulation	   of	   eukaryotic	   gene	  expression	  depends	  on	  the	  accessibility	  of	  the	  DNA	  on	  these	  histone	  proteins.	  Histone	  acetyltransferases	  (HATs)	  acetylate	  lysine	  residues	  on	  core	  histone	  tails,	  relaxing	  the	  coiling	  of	  DNA	  and	  allowing	  initiation	  of	  transcription,	  while	  histone	  deacetylases,	  or	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HDACs,	  reverse	  this	  process	  by	  removing	  acetylation	  on	  lysine	  residues.	  This	  results	  in	   chromatin	   compaction,	   silencing	  of	   gene	   transcription,	   and	  genome	  maintenance	  such	   as	   DNA	   replication	   and	   DNA	   damage	   responses	   and	   repair	   (Bhaskara	   et	   al.,	  2008;	   Conti	   et	   al.,	   2010;	   Frew	   et	   al.,	   2009;	   Haberland	   et	   al.,	   2009).	   There	   are	   18	  human	  HDAC	  enzymes	  that	  are	  classed	  into	  4	  main	  groups	  based	  on	  their	  sequence	  homology	   to	   yeast	  proteins	   (Dokmanovic	   et	   al.,	   2007).	   Class	   I,	   II	   and	   IV	  HDACs	  are	  considered	   classical	   HDACs	   as	   they	   are	   dependent	   on	   Zn2+	   for	   enzymatic	   activity,	  share	  sequence	  similarity,	  and	  are	   inhibited	  by	  compounds	   like	  TSA	  or	  SAHA,	  while	  non-­‐classical	  Class	  III	  HDACs	  consists	  of	  7	  sirtuins	  that	  require	  NAD+	  but	  not	  zinc,	  and	  are	  not	  inhibited	  by	  compounds	  like	  TSA	  or	  SAHA	  (Dokmanovic	  et	  al.,	  2007).	  Class	  II	  HDACs	  may	  also	  be	  divided	  into	  Class	  IIa	  (HDAC4,	  5,	  7,	  9)	  and	  Class	  IIb	  (HDAC6,	  10)	  based	  on	  their	  domain	  organisation	  (Martin	  et	  al.,	  2007).	  Although	  HDACs	  are	  termed	  ‘histone’	  deacetylases,	  they	  are	  also	  able	  to	  act	  on	  many	  non-­‐histone	  proteins	  such	  as	  transcription	  factors,	  cell	  cycle	  proteins	  and	  protein	  kinases,	  and	  are	  thus	  important	  for	  many	  cellular	  functions	  beyond	  epigenetic	  control	  (Choudhary	  et	  al.,	  2009).	  	  	  	  
1.4.1.1.	   HDACi	  as	  anti-­‐cancer	  drugs	  Overexpression	   of	  HDACs	   induces	   epigenetic	   silencing	   of	   tumour	   suppressor	   genes	  and	  the	  development	  of	  many	  cancers.	  Consequently,	  HDAC	  inhibitors	  (HDACi)	  have	  been	   found	   to	   be	   effective	   as	   anti-­‐cancerous	   agents,	   at	   least	   for	   some	   cancers,	   by	  restoring	   the	   expression	   of	   tumour	   suppressor	   genes	   and	   inducing	   cell	  differentiation,	  growth	  arrest	  and	  apoptosis	  (Kim	  et	  al.,	  2000;	  Mai	  et	  al.,	  2005).	  HDACi	  may	   be	   classified	   into	   6	   categories:	   (i)	   hydroxamates	   such	   as	   suberoylanilide	  hydroxamic	   acid	   (SAHA)	   also	   known	   as	   Vorinostat	   or	   Zolinza,	   and	   trichostatin	   A	  (TSA);	  (ii)	  benzamides	  such	  as	  entinostat	  (MS-­‐275);	  (iii)	  short-­‐chain	  fatty	  acids	  such	  as	  valproic	  acid	  (VPA)	  and	  butyric	  acid;	  (iv)	  cyclic	  peptides	  such	  as	  romidepsin	  also	  known	   as	   Istodax,	   and	   depsipeptide;	   (v)	   electrophilic	   ketones	   such	   as	  trifluoromethylketone;	  and	  (vi)	  miscellaneous	  compounds	  such	  as	  MGCD0103	  (Tang	  et	  al.,	  2013).	  They	  may	  also	  be	  classified	  according	  to	  their	  specificity	  for	  HDACs.	  Most	  HDACi,	   for	   example	   SAHA	   and	   TSA,	   are	   broad	   spectrum	   inhibitors,	   while	   others	  exhibit	  some	  selectivity	  for	  individual	  classes	  of	  enzymes.	  For	  example,	  VPA	  inhibits	  class	  I	  and	  IIa	  HDACs,	  MS-­‐275	  and	  romidepsin	  are	  class	  I	  specific,	  and	  Tubastatin	  A	  is	  specific	   for	   HDAC6	   (Haggarty	   et	   al.,	   2003;	   Khan	   and	   La	   Thangue,	   2012).	   However,	  recently	   it	   has	   been	   suggested	   that	   broad-­‐spectrum	   HDACi	   might	   also	   have	   some	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degree	   of	   selectivity	   for	   different	   HDACs	   (Bantscheff	   et	   al.,	   2011;	   Bradner	   et	   al.,	  2010).	   Approximately	   11	   HDACi,	   including	   SAHA	   MS-­‐275,	   VPA	   and	   FK228,	   are	  currently	  in	  use	  clinically	  or	  are	  in	  clinical	  trials	  as	  anti-­‐cancer	  agents	  (Bolden	  et	  al.,	  2006;	   Frew	   et	   al.,	   2009;	  Marsoni	   et	   al.,	   2008;	  West	   and	   Johnstone,	   2014;	   Xu	   et	   al.,	  2007a).	  Of	  note	  are	  SAHA	  and	  romidepsin	  that	  were	  approved	  by	  the	  Food	  and	  Drug	  Administration	   (FDA)	   in	   2006	   for	   the	   treatment	   of	   cutaneous	   T	   cell	   lymphoma	  (Dokmanovic	  et	  al.,	  2007;	  Piekarz	  et	  al.,	  2011)	  and	  VPA,	  which	  was	  approved	  in	  1995	  as	  an	  anticonvulsant	   for	  mania	  (Leo	  and	  Narendran,	  1999).	  Although	  recent	  studies	  report	  that	  treatment	  with	  HDACi	  alone	  shows	  minimal	  or	  no	  effect	  for	  some	  cancers	  in	  human	  clinical	  trials,	  including	  renal	  cell	  cancer,	  ovarian	  carcinoma,	  squamous	  cell	  carcinoma	   and	   peritoneal	   carcinoma,	   the	   use	   of	   HDACi	   in	   combination	   with	   other	  anti-­‐tumour	  agents	  appears	  to	  enhanced	  efficacy	  (Frew	  et	  al.,	  2009;	  Qiu	  et	  al.,	  2013).	  For	  example,	  this	  was	  the	  case	  for	  treatment	  of	  cancer	  cell	  lines	  of	  diverse	  origin	  and	  in	   murine	   embryonic	   fibroblasts	   with	   selective	   class	   I	   HDACi	   targeting	   HDAC3	   in	  concert	  with	  DNA	  damaging	  agents	  (Khabele,	  2014).	  	  	  
1.4.1.2.	   HDACi	  as	  anti-­‐inflammatory	  agents	  Apart	   from	   histone	   proteins,	   HDACi	   also	   affect	   the	   acetylation	   status	   of	   proteins	  involved	   in	   regulation	   of	   gene	   expression,	   apoptosis,	   cell-­‐cycle	   progression,	   redox	  pathways,	  mitotic	  division,	  DNA	  repair,	  cell	  migration	  and	  angiogenesis	  (Tang	  et	  al.,	  2013).	   Thus,	   the	   use	   of	   HDACi	   has	   been	   explored	   in	   diseases	   beyond	   cancer,	  especially	  as	  therapeutic	  agents	  in	  models	  of	  acute	  and	  chronic	  inflammatory	  disease.	  	  Initial	  studies	  showed	  that	  SAHA	  reduced	  LPS-­‐induced	  expression	  of	  TNFα,	  IL-­‐1β,	  IL-­‐6	  and	  IFNγ	  in	  vitro	  and	  in	  vivo	  and	  reduced	  the	  release	  of	  NO	  in	  mouse	  macrophages	  stimulated	   with	   TNFα	   and	   IFNγ	   (Leoni	   et	   al.,	   2002).	   TSA	   had	   a	   similar	   effect	   in	  reducing	   pro-­‐inflammatory	   cytokine	   expression,	  while	   increasing	   expression	   of	   the	  immunosuppressive	   cytokine	   IL-­‐10	   (Han	   and	   Lee,	   2009).	   Subsequently,	   it	   was	  reported	   that	  TSA	   treatment	   resulted	   in	   inhibition	  of	  up	   to	  60%	  of	  TLR2	  and	  TLR4	  inducible	  genes	  while	  only	  16%	  of	  genes	  were	  potentiated,	  indicating	  that	  HDACi	  are	  immunosuppressive	  (Bode	  and	  Dalpke,	  2011).	  HDACi	   treatment	  was	  reported	  to	  be	  protective	   in	   mouse	   models	   of	   septic	   shock	   (Ciarlo	   et	   al.,	   2013),	   systemic	   lupus	  erythomatosus	   (SLE)	   (Reilly	   et	   al.,	   2011)	   and	   colitis	   (Bode	   and	   Dalpke,	   2011).	  Therapeutic	  HDACi	   treatment	   in	  mouse	  models	  of	  RA	  was	  also	  effective	   in	  multiple	  ways,	  by	  blocking	  pro-­‐inflammatory	  cytokine	  production	  (Lin	  et	  al.,	  2007),	  induction	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of	  macrophage	  apoptosis	   (Grabiec	  et	  al.,	  2010),	  upregulation	  of	   cell	   cycle	   inhibitors	  (Chung,	   2003),	   and	   blocking	   cartilage	   (Young	   et	   al.,	   2005)	   and	   bone	   resorption	  (Cantley	  et	  al.,	  2012;	  Joosten	  et	  al.,	  2011).	  HDACi	  were	  similarly	  therapeutic	  in	  mouse	  models	   of	   asthma	   (Choi	   et	   al.,	   2005),	   IBD	   (Glauben	   and	   Siegmund,	   2011)	   and	   SLE	  (Reilly	  et	  al.,	  2011),	  and	  a	  recent	  clinical	  trial	  assessing	  safety	  in	  human	  patients	  with	  juvenile	   idiopathic	  arthritis	  (JIA)	  also	  reported	  beneficial	  effects	   in	  reducing	  disease	  symptoms	  (Vojinovic	  and	  Damjanov,	  2011).	  The	  mechanisms	  by	  which	  HDACi	  inhibit	  inflammatory	   responses	   are	   not	   fully	   elucidated,	   however	   many	   potential	  mechanisms	  have	  been	  described.	  For	  example,	   treatment	  of	  murine	  dendritic	   cells	  and	  human	  and	  mouse	  macrophages	  with	  TSA	  or	  SAHA	  inhibited	  recruitment	  of	  IRF1	  to	  target	  promoters,	  and	  this	  was	  associated	  with	  reduced	  TLR-­‐inducible	  expression	  of	   IL-­‐12p40	   and	   co-­‐stimulatory	  molecules.	   (Bode	   et	   al.,	   2007).	   TSA	   treatment	   also	  reduced	   nuclear	   retention	   of	   NFκB	   after	   stimulation	   of	   IL-­‐1β	   and	   promoted	   IL-­‐6	  mRNA	  decay	  in	  RA	  fibroblast-­‐like	  synoviocytes	  (Grabiec	  et	  al.,	  2012).	  TSA	  treatment	  was	   also	   shown	   to	   increase	   Mi-­‐2β	   transcription	   and	   enhance	   the	   DNA-­‐binding	  activity	   of	   the	   Mi-­‐2/NuRF	   complex,	   which	   acts	   as	   a	   transcriptional	   repressor	   of	  cytokine	   production	   in	   macrophages,	   suggesting	   another	   avenue	   for	   pro-­‐inflammatory	  cytokine	  inhibition,	  besides	  modulation	  of	  NFκB	  transcriptional	  activity	  (Bode	   and	   Dalpke,	   2011;	   Roger	   et	   al.,	   2011).	   Finally,	   HDAC	   activity	   is	   required	   for	  stability	   and/or	   transcriptional	   activity	   of	   a	   key	   pro-­‐inflammatory	   transcription	  factor,	   hypoxia-­‐inducible	   factor	   1α	   (HIF1α)	   (Shakespear	   et	   al.,	   2011).	   Thus,	   HDACi	  affects	  many	  pathways	  involved	  in	  regulation	  of	  pro-­‐inflammatory	  cytokine	  secretion.	  	  	  
1.4.1.3.	   HDACi	  and	  effects	  on	  host	  defence	  As	   the	   cytokines	   induced	   during	   inflammation	   often	   play	   important	   roles	   in	   host	  defence,	  it	  is	  a	  distinct	  possibility	  that	  HDACi	  would,	  in	  dampening	  inflammation,	  also	  compromise	   host	   defence.	   Indeed,	   a	   genome-­‐wide	   microarray	   analysis	   of	   gene	  expression	   profiles	   from	   murine	   macrophages	   and	   dendritic	   cells	   stimulated	   with	  TLR	  agonists	  revealed	   that	  TSA	  treatment	   impaired	  up	   to	  60%	  of	  genes	   induced	  by	  TLR2	   or	   TLR4,	   including	   PRRs,	   cytokines,	   chemokines,	   costimulatory	   molecules,	  transcription	   regulators	   and	   kinases,	   while	   only	   16%	   of	   genes	   were	   upregulated	  (Roger	  et	  al.,	  2011).	  In	  in	  vivo	  mouse	  models,	  although	  HDACi	  protected	  against	  lethal	  toxic	   shock	   induced	   by	   PAM3CSK4	   (TLR1/2	   agonist)	   and	   sepsis	   induced	   by	   caecal	  ligation	  and	  puncture	  (CLP),	  they	  exacerbated	  bacterial	  and	  fungal	  infections	  (Roger	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et	   al.,	   2011).	   Another	   study	   also	   reported	   that	   TSA	   and	   VPA	   treatment	   reduced	  expression	  of	  phagocytic	   receptors,	  NADPH	  oxidase	   subunits	   and	   iNOS,	   resulting	   in	  impaired	  phagocytosis,	  ROS	  and	  NO	  production	  and	  subsequently	  reduced	  ability	  to	  clear	  E.	   coli	  and	   S.	  aureus	   infection	   in	  mouse	  macrophages	   (Mombelli	   et	   al.,	   2011).	  HDACi	  also	  impaired	  production	  of	  Th1	  and	  Th17-­‐inducing	  cytokines,	  IL-­‐12	  and	  IL-­‐23	  and	   Th1-­‐attracting	   chemokines,	   CXCL9,	   CXCL10	   and	   CXCL11	   in	   human	   monocyte-­‐derived	  DC	  with	  LPS	  and	  IFNγ	  stimulation	  and	  in	  mouse	  models	  with	  LPS	  and	  soluble	  tachyzoite	   (motile	   form	   of	   an	   apicomplexan	   parasite)	   antigen	   (STAg)	   injection	  (Bosisio	   et	   al.,	   2008),	   suggesting	   that	   HDACi	   may	   compromise	   T-­‐cell	   mediated	  antigen-­‐specific	   responses.	   Another	   study	   also	   reported	   that	   HDACi	   treatment	  downregulated	   IL-­‐12	   and	   TNFα	   while	   skewing	   mouse	   bone	   marrow-­‐derived	  macrophages	   (BMM)	   and	   RAW264.7	   macrophages	   against	   Th1	   and	   towards	   Th2	  responses	   by	   promotion	   of	   IL-­‐10	   and	   downregulation	   of	   co-­‐stimulatory	   molecules	  (Wu	  et	  al.,	  2012).	  In	  addition	  to	  direct	  immunosuppressive	  effects	  of	  HDACi,	  patients	  treated	   with	   HDACi	   commonly	   experience	   thrombocytopenia	   (Ciarlo	   et	   al.,	   2013;	  Glaser,	  2007;	  Ma	  et	  al.,	  2009;	  O'Connor	  et	  al.,	  2006).	  Interestingly,	  treatment	  with	  the	  HDACi,	  butyrate,	  propionate	  and	  TSA,	  is	  reported	  to	  induce	  release	  of	  cathelicidin	  LL-­‐37	   in	   gastrointestinal	   cells,	   with	   induction	   dependent	   on	   mitogen-­‐activated	  protein/extracellular	  signal-­‐regulated	  kinase	  kinase	   (MEK)/ERK	  pathway	  activation	  (Schauber	   et	   al.,	   2004),	   suggesting	   that	   HDACi	   may	   boost	   certain	   antimicrobial	  mechanisms	   while	   dampening	   others.	   Thus,	   the	   continuing	   and	   expanded	   use	   of	  HDACi	  for	  therapeutic	  applications	  would	  benefit	  from	  a	  greater	  understanding	  of	  the	  effects	  of	  these	  agents	  on	  host	  defence	  pathways.	  Indeed,	  short-­‐term	  treatment	  with	  HDACi	  has	  been	  used	  clinically	   to	  reactivate	   latent	  HIV-­‐1	   in	  primary	  resting	  human	  CD4+	  T	   cells	   (Shan	  et	   al.,	   2014)	   and	   in	  2D10	   latency	   cell	   line	  models	   (Barton	  et	   al.,	  2014)	   as	   a	   strategy	   to	   enable	   clearance	   of	   viral	   reservoirs.	   Moreover,	   an	  understanding	   of	   specific	   HDACs	   involved	   in	   inflammatory	   processes,	   and	   the	  development	  of	  more	  selective	  HDACi	  may	  ultimately	  reduce	  the	  side	  effects	  that	  are	  associated	  with	  currently	  employed	  HDACi.	  Previous	  studies	  on	   the	  effect	  of	  HDACi	  on	   immune	   responses	   have	   primarily	   utilized	   mouse	   models	   or	   mouse	   cells,	   and	  effects	  on	  host	  defence	  pathways	  in	  humans	  have	  not	  been	  widely	  investigated.	  	  Thus,	  research	   conducted	   for	   this	   thesis	   focused	   on	   the	   immunomodulatory	   effects	   of	  HDACi	   in	   regards	   to	   their	   impact	  on	  human	  macrophage	  antimicrobial	  mechanisms	  against	  intracellular	  bacteria.	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1.4.2.	  G	  protein-­‐Coupled	  Receptors	  The	  G	  protein-­‐coupled	   receptor	   (GPCR)	   family,	  which	   consists	  of	  >800	  members,	   is	  the	   largest	   family	   of	   cell-­‐surface	   proteins	   (Ritter	   and	   Hall,	   2009).	   Indeed,	   GPCRs	  account	   for	   >2%	   of	   the	   total	   genes	   encoded	   in	   the	   human	   genome	   (Dorsam	   and	  Gutkind,	   2007).	   These	   receptors	   are	   involved	   in	   signal	   transmission	   and	   their	  dysfunction	   contributes	   to	   many	   commonly	   occurring	   human	   diseases.	   The	  therapeutic	  potential	  of	  GPCRs	  as	  drug	  targets	  is	  underscored	  by	  the	  fact	  that	  they	  are	  direct	  or	  indirect	  targets	  of	  30-­‐50%	  of	  all	  current	  therapeutic	  agents	  (Garland,	  2013).	  Current	   research	   on	   the	   functions	   of	   GPCRs	   in	   inflammation	   suggests	   promising	  avenues	   for	   therapeutic	   development	   of	  modulators	   of	   several	   GPCRs,	   for	   example	  the	   receptors	   for	   the	   complement	   products	   C5a	   (C5aR)	   and	  C3a	   (C3aR),	   as	  well	   as	  proteinase-­‐activated	   receptor-­‐2	   (PAR2).	   For	   example,	   PAR2	   antagonists	   have	  demonstrated	  efficacy	   in	  mouse	  models	  of	  arthritis	  (Ferrell	  et	  al.,	  2003;	  Kelso	  et	  al.,	  2006),	  inflammatory	  airway	  disease	  (Schmidlin	  et	  al.,	  2002),	  IBD	  (Cenac	  et	  al.,	  2002),	  multiple	   sclerosis	   and	  autoimmune	  encephalomyelitis	   (Noorbakhsh	  et	   al.,	   2006),	   as	  well	   as	   artherothrombosis	   (Angiolillo	   et	   al.,	   2010).	   C5aR	   is	   also	   an	   attractive	  candidate	  target	  for	  many	  inflammatory	  diseases,	  and	  will	  be	  discussed	  in	  more	  detail	  below.	  	  
1.4.2.1.	   GPCR	  structure,	  activation	  and	  regulation	  GPCRs	  respond	  to	  diverse	  stimuli	  and	  possess	  a	  characteristic	  seven-­‐transmembrane	  core	  of	  helices	   (Pierce	  et	   al.,	   2002).	  GPCR	  activation	  by	  agonists	   such	  as	  hormones,	  neurotransmitters	   or	   sensory	   stimuli,	   results	   in	   the	   revelation	   of	   intracellular	   sites	  that	  bind	  a	  G	  protein	  hetero-­‐trimer	  consisting	  of	  α,	  β	  and	  γ	  subunits	  (Gilman,	  1987).	  This	  triggers	  the	  exchange	  of	  Gα-­‐bound	  GDP	  for	  GTP,	  and	  the	  dissociation	  of	  the	  Gβγ	  subunits	   from	  the	  Gα	  subunit.	   	  The	  Gα	  and	  Gβγ	  subunits	   then	  mediate	  downstream	  effector	   functions.	   There	   are	  multiple	   subtypes	   of	   GTP	   subunits,	   including	  Gαs,	   Gαi,	  Gα12/13	  and	  Gαq,	  which	  bind	  and	  regulate	  different	  effectors	  such	  as	  adenylyl	  cyclase,	  RhoGEF	   and	   phospholipase	   Cβ	   (PLCβ)	   (Ross	   and	   Wilkie,	   2000).	   These	   effectors	  modulate	   downstream	   pathways	   either	   directly	   or	   by	   generating	   secondary	  messengers	   (cyclic	   AMP,	   diacylglycerol	   (DAG),	   and	   inositol-­‐1,4,5-­‐triphosphate)	   that	  in	   turn	  modulate	   further	  downstream	  effectors	  such	  as	  protein	  kinase	  A	   (PKA)	  and	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protein	  kinase	  C	  (PKC)	  (Luttrell,	  2005).	  Thus,	  different	  combinations	  of	  Gα	  and	  Gβγ	  subunits	  allow	  for	  specific	  initiation	  and	  regulation	  of	  cellular	  responses	  to	  different	  stimuli	   (Ross	   and	   Wilkie,	   2000).	   Termination	   of	   GPCR	   signalling	   occurs	   by	   GPCR	  internalisation,	   and	   by	   coordinated	   intracellular	   responses	   involving	   secondary	  messenger	   kinases,	   GPCR	   kinases,	   arrestins	   and	   regulator	   of	   G	   protein	   signalling	  proteins	  (Patel	  et	  al.,	  2013).	  Secondary	  messenger	  kinases	  and	  GRKs	  phosphorylate	  the	  GPCRs,	   targeting	  them	  for	   internalisation	  and	   lysosomal	  degradation	  (Ferguson,	  2001)	   through	   recruitment	   of	   clathrin-­‐interacting	   arrestins	   (Hanyaloglu	   and	   von	  Zastrow,	   2008;	   Moore	   et	   al.,	   2007;	   Premont	   and	   Gainetdinov,	   2007;	   Reiter	   and	  Lefkowitz,	   2006).	   This	   allows	   for	   receptor	   desensitization	   and	   regulation	   of	   GPCR	  signalling.	   Arrestin	   recruitment	   to	   activated	   GPCRs	   also	   initiates	   arrestin-­‐mediated	  signalling	  pathways	  such	  as	   the	  activation	  of	   the	  MAPK/ERK	  pathway.	  Endocytosed	  GPCRs	  are	  trafficked	  to	  lysosomes	  for	  degradation,	  or	  to	  recycling	  endosomes	  where	  receptor	   dephosphorylation	   can	   enable	   recycling	   of	   the	   receptor	   back	   to	   the	   cell	  surface	   (Ritter	   and	   Hall,	   2009).	   GPCR	   signalling	   may	   also	   be	   controlled	   by	   RGS	  proteins	  that	  do	  not	  interact	  with	  the	  GPCR,	  but	  instead	  contribute	  to	  termination	  of	  signalling	  by	  enhancing	  the	  intrinsic	  GTPase	  activity	  of	  the	  Gα	  subunit	  in	  hydrolysing	  GTP	   to	   GDP,	   enabling	   the	   heterotrimer	   of	   Gαβγ	   subunits	   to	   reform,	   and	   thereby	  promoting	   inactive	  G-­‐protein	   formation	   (Patel	  et	  al.,	  2013).	  Thus,	   the	   fate	  of	  GPCRs	  depends	  on	  ligand-­‐dependent	  selectivity	  that	  specifically	  promotes	  either	  G	  protein-­‐mediated	   signalling	   pathways	   and/or	   desensitisation	   or	   termination	   of	   GPCR	  signalling	  (Urban	  et	  al.,	  2007).	  	  	  
1.4.2.2.	   GPCR	  and	  TLR	  signalling	  crosstalk	  Modulation	   of	   macrophage	   inflammatory	   and	   antimicrobial	   pathways	   is	   not	   only	  achieved	   through	   the	   recognition	  of	  PAMPs	  by	  PRRs,	  but	  also	   through	  activation	  of	  GPCRs	  expressed	  by	   these	   cells.	   Indeed,	  numerous	  GPCRs	  are	   capable	  of	   regulating	  macrophage	  cytokine	  production,	  ROS	  generation,	  migration	  and	  adherence	  (Lattin	  et	  al.,	  2007).	  These	  include	  a	  number	  of	  chemokine	  receptors	  (Sun	  and	  Ye,	  2012),	  C5aR	  (Mollnes	   et	   al.	   2012),	   the	   PAR	   family	   (Johansson	   et	   al.	   2005),	   the	   endothelial	  differentiation	   gene	   (EDG)	   family	   (Hornuss	   et	   al.	   2001),	   the	   endothelin	   receptors	  (Battistini	  et	  al.	  1996),	  and	  the	   formyl	  peptide	  receptor	  (FPR)	   family	  (Sullivan	  et	  al.	  1987).	   As	   TLRs	   and	   GPCRs	   can	   both	   regulate	   inflammatory	   and	   antimicrobial	  pathways	   in	  macrophages,	   it	   is	   likely	   that	   crosstalk	   occurs	   between	   these	   receptor	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families.	   Indeed,	   this	  has	  been	  observed	  to	  occur	   in	   the	  case	  of	  multiple	  GPCRs.	  For	  example,	   co-­‐operative	   interaction	  between	  PAR2	  and	  TLR4	   in	  LPS-­‐stimulated	  NFκB	  signalling	  results	   in	  synergistic	  ERK1/2	  phosphorylation	  and	   induction	  of	  cytokines	  such	  as	  IL-­‐6	  and	  IL-­‐8	  (Bosisio	  et	  al.,	  2008;	  Rallabhandi	  et	  al.,	  2008).	  	  	  
1.4.2.3.	   C5aR	  and	  host	  defence	  The	  complement	  system	  consists	  of	  locally	  or	  systemically	  produced	  plasma	  proteins	  that	  regulate	  immune	  and	  inflammatory	  responses.	  Complement	  proteins	  are	  present	  in	   the	   circulation	   in	   an	   inactive	   form	   and	   can	   be	   activated	   through	   the	   “classical	  pathway”	   (e.g.	   formation	   of	   antigen-­‐antibody	   complexes),	   the	   “lectin	   pathway”	  (interaction	   of	   a	   pattern	   recognition	   molecule	   e.g.	   mannose	   binding	   lectin,	   with	  microbial	   surface	   carbohydrates)	   or	   by	   an	   “alternative	   pathway”	   (mediated	   by	   e.g.	  endotoxins,	   complex	  polysaccharides	   or	   IgA)	   (Ricklin	   et	   al.,	   2010).	   These	  pathways	  converge	   on	   activation	   of	   C3	   convertases	   leading	   to	   the	   generation	   of	   a	   range	   of	  complement	   products.	   These	   include	   anaphylatoxins	   such	   as	   C3a	   and	   C5a	   that	   are	  involved	  in	   inflammatory	  cell	  recruitment	  and	  activation,	  products	  such	  as	  C3b	  that	  act	  as	  opsonins	  to	  enhance	  phagocytosis,	  and	  the	  membrane	  attack	  complex	  (MAC	  or	  C5b-­‐9)	  that	  mediates	  direct	  lysis	  of	  targeted	  pathogens	  (Ricklin	  et	  al.,	  2010).	  	  	  During	   complement	   activation,	   complement	   component	   C5	   is	   cleaved	   by	   C5	  convertase	   into	   C5a	   and	   C5b	   fragments.	   In	   addition	   to	   forming	   C5b-­‐9	   (Muller-­‐Eberhard,	  1985),	  C5b	  can	  also	  form	  a	  terminal	  complement	  complex	  with	  C8	  (C5b-­‐8).	  Both	   C5b-­‐9	   and	   C5b-­‐8	   can	   activate	   phospholipase	   A2	   resulting	   in	   release	   of	  arachidonic	  acid	  and	  synthesis	  of	  prostaglandin	  E2	  by	  synovial	  cells	  and	  macrophages	  (Nicholson-­‐Weller	   and	  Halperin,	   1993;	  Niculescu	   and	  Rus,	   2001;	   von	  Kempis	   et	   al.,	  1989).	   C5a	   binding	   to	   its	   receptor,	   C5aR,	   co-­‐regulates	   antibody-­‐mediated	  phagocytosis	  and	  activates	  downstream	  signalling	  pathways	  resulting	  in	  recruitment	  of	   immune	   cells	   and	   modulation	   of	   inflammation	   and	   other	   immune	   pathways	  (Ricklin	  et	  al.,	  2010).	  C5a	  is	  also	  able	  to	  bind	  a	  G-­‐protein-­‐independent	  receptor,	  C5L2,	  whose	  function	  is	  not	  fully	  determined	  (Bamberg	  et	  al.,	  2010;	  Rittirsch	  et	  al.,	  2008).	  Both	   C5aR	   and	   C5L2	   recognise	   C5a	   and,	   more	   weakly,	   its	   degradation	   product,	  C5adesArg.	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Activation	   of	   the	   complement	   receptor	   C5aR	   is	   reported	   to	   synergistically	   enhance	  TLR-­‐mediated	   induction	   of	   TNFα,	   IL-­‐1β	   and	   IL-­‐6	   both	   in	   vitro	   and	   in	   vivo	   mouse	  models	   through	   crosstalk	  with	  TLR2,	   TLR4	   and	  TLR9	  by	   converging	   at	   the	   level	   of	  MAPKs,	  specifically	  ERK1/2	  and	  JNK	  (Ricklin	  et	  al.,	  2010;	  Zhang	  et	  al.,	  2007).	  Direct	  association	   of	   C5aR	   and	   TLR2	   was	   also	   shown	   by	   confocal	   microscopy	   and	  fluorescent	   resonance	   energy	   transfer	   (FRET)	   studies	   in	   activated	   macrophages	  (Wang	   et	   al.,	   2010b).	   In	   addition,	   the	   contribution	   of	   complement	   during	   TLR	  crosstalk	  was	   investigated	   using	   human	  whole	   blood	   incubated	  with	  E.	   coli.	   In	   the	  study,	   samples	  were	   treated	  with	   anti-­‐CR3	   and/or	   anti-­‐CD14	   antibodies,	   C5aR	   and	  C3aR	  antagonists	  and	  antibodies	  to	  block	  FcγRs,	  CD16,	  CD32	  and	  CD64.	  The	  authors	  reported	   that	   E.	   coli-­‐induced	   release	   of	   ROS,	   opsonisation	   and	   phagocytosis	   was	  crucially	  dependent	  on	  C5aR,	  but	  cytokine	  release	   (TNFα,	   IL-­‐6,	   IL-­‐8	  and	   IL-­‐10)	  was	  CD14-­‐	   and	  not	   C5aR-­‐dependent,	   as	   release	   of	   these	   cytokines	  were	   abrogated	  with	  anti-­‐CD14	  antibodies	  but	  not	  with	  C5aR	  antagonists	  (Lappegård	  et	  al.,	  2009;	  Mollnes	  et	  al.,	  2012).	  Thus,	  it	  was	  proposed	  that	  TLR-­‐C5aR	  crosstalk	  may	  rely	  on	  CD14,	  which	  participates	   in	   TLR3,	   TLR4,	   and	   TLR2/6	   signalling	   (Akashi-­‐Takamura	   and	   Miyake,	  2008),	   or	   through	   extracellular	   interactions	   of	   CD14	   with	   complement	   receptors	  (Ricklin	   et	   al.,	   2010).	   Intriguingly,	   in	   mouse	   models	   of	   CLP-­‐induced	   sepsis	   with	  antibody-­‐mediated	  blockade	  of	  C5a	  receptors	  and	  knockout	  mice,	  blockade	  of	  either	  C5aR	  or	  C5L2	  improved	  survival	  and	  reduced	  inflammation	  in	  mid-­‐grade	  sepsis	  (30-­‐40%	   survival)	   (Rittirsch	   et	   al.,	   2008).	   Notably,	   HMGB1	   release	   in	   septic	   mice,	   and	  with	  in	  vitro	  LPS	  stimulation	  of	  macrophages,	  was	  dependent	  on	  C5L2	  but	  not	  C5aR.	  In	  addition,	  only	  combined	  blockade	  of	  C5aR	  and	  C5L2	  was	  protective	  against	  high-­‐grade	  CLP-­‐induced	  sepsis	  (100%	  fatality).	  Thus,	  the	  authors	  suggested	  that	  C5L2	  is	  a	  functional	   receptor	   that	  may	   contribute	   synergistically	  with	  C5aR	   to	  mediate	   lethal	  inflammation	   in	   sepsis	   and	   also	   crosstalk	   with	   TLR4	   for	   induction	   of	   HMGB1.	  However,	  the	  role	  of	  C5L2	  remains	  controversial	  as	  it	  has	  also	  been	  described	  to	  have	  an	   anti-­‐inflammatory	   role	   by	   either	   1)	   acting	   as	   a	   decoy	   receptor	   through	   binding	  active	  complement	   fragments	   to	  prevent	  C5aR	  activation,	  or	  2)	  by	  complexing	  with	  C5aR	   following	   its	   activation	   by	   C5a,	   leading	   to	   phosphorylation	   of	   both	   receptors	  that	   allows	   β-­‐arrestin	   binding,	   which	   ultimately	   leads	   to	   internalisation	   of	   both	  receptors	   in	   an	   early/recycling	   endosome	   and	   inhibition	   of	   C5aR-­‐mediated	   MAPK	  signalling	  	  (Li	  et	  al.,	  2013).	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GPCR-­‐TLR	   receptor	   crosstalk	   can	   be	   manipulated	   by	   pathogens	   to	   enhance	   their	  survival.	   An	   example	   of	   this	   is	   the	   Gram-­‐negative	   periodontal	   pathogen,	  
Porphyromonas	  gingivalis,	  which	  is	  implicated	  in	  atherosclerosis	  and	  RA	  (Lundberg	  et	  al.,	  2010;	  Pihlstrom	  et	  al.,	  2005),	  to	  enhance	  its	  survival.	  Specifically,	  it	  induces	  TLR2	  crosstalk	   with	   2	   GPCR	   receptors,	   C5aR	   and	   CXCR4,	   leading	   to	   impairment	   of	   iNOS	  production	  by	  increasing	  cAMP-­‐dependent	  protein	  kinase	  A	  signalling,	  as	  well	  as	  by	  suppression	  of	  IRF1,	  which	  induces	  IL-­‐12	  that	  in	  turn	  induces	  IFNγ	  for	  production	  of	  iNOS	   (Hajishengallis	   et	   al.,	   2013;	  Hajishengallis	   et	   al.,	   2008;	  Wang	  et	   al.,	   2010b).	   In	  contrast,	  pro-­‐inflammatory	  cytokines,	  IL-­‐1β,	  IL-­‐6,	  IL-­‐17	  and	  TNFα	  are	  upregulated	  by	  
P.	  gingivalis-­‐induced	  GPCR-­‐TLR2	  crosstalk.	  This	  was	  proposed	  to	  reflect	  the	  evolution	  of	  P.	  gingivalis	  to	  suppress	  host-­‐antimicrobial	  activity	  through	  iNOS,	  while	  benefiting	  from	  inflammatory	  responses	  that	  cause	  tissue	  damage.	  Preventative	  and	  therapeutic	  administration	   of	   a	   C5aR	   antagonist	   (C5aRA;	   PMX-­‐53)	   resulted	   in	   inhibition	   of	   P.	  
gingivalis-­‐induced	  bone	  loss	  and	  reduced	  release	  of	  TNFα,	  IL-­‐1β	  and	  IL-­‐17	  (Abe	  et	  al.,	  2012).	  Blocking	  the	  C5aR	  also	  reduced	  pathology	  in	  multiple	  animal	  disease	  models	  including	  those	  for	  asthma	  (Staab	  et	  al.,	  2014),	  hyperoxic	  lung	  injury	  (Xu	  et	  al.,	  2014),	  dermatitis	   (Dang	   et	   al.,	   2015),	   hypertension	   (Iyer	   et	   al.,	   2011;	   Zhang	   et	   al.,	   2014),	  intracerebral	  haemorrhage	  (Li	  et	  al.,	  2014b),	  and	  neurodegenerative	  diseases	  such	  as	  Alzheimer’s	  disease	  (Fonseca	  et	  al.,	  2009)	  and	  Huntington’s	  disease	  (Woodruff	  et	  al.,	  2006).	   In	   most	   cases,	   these	   effects	   are	   associated	   with	   attenuated	   production	   of	  inflammatory	  mediators	  and	  reducing	   tissue	   injury.	  Thus,	   studying	   the	  mechanisms	  of	   GPCR-­‐TLR	   crosstalk	   provides	   an	   opportunity	   to	   understand	   more	   about	   TLR	  signalling	  pathways,	  mechanisms	  of	   infectious	  and	   inflammatory	  disease	  processes,	  and	  possible	  contraindications	  of	  GPCR	  modulators	  as	  anti-­‐inflammatory	  agents.	  	  
1.5.	  Scope	  of	  thesis	  and	  Aims	  Species-­‐specific	   immune	   responses	   are	   of	   particular	   interest	   in	   the	   context	   of	   host	  defence.	  For	  example,	  studies	  on	  human-­‐specific	  innate	  immune	  responses	  may	  lead	  to	   the	   discovery	   of	   novel	   genes	   and	   pathways	   that	   impact	   human	   macrophage	  antimicrobial	   responses.	   Therefore,	   this	   project	   functionally	   investigated	   novel	  human-­‐specific	  TLR4	  target	  genes	  previously	   identified	   to	  be	  divergently	  expressed	  between	  primary	  human	  and	  mouse	  macrophages	  (Schroder	  et	  al.,	  2012a)	  for	  roles	  in	  macrophage	   antimicrobial	   responses.	   Secondly,	   pharmacological	   agents	   with	   anti-­‐
Introduction	  
	   41	  	  
inflammatory	  properties	  have	  the	  potential	  to	  also	  compromise	  host	  defence.	  Prior	  to	  undertaking	   the	   studies	   in	   this	   thesis,	   the	  majority	   of	   studies	   examining	   effects	   of	  HDACi	   and	   C5aR	   modulators	   on	   macrophage	   functions	   were	   conducted	   using	   the	  mouse	  model.	  Consequently,	  effects	  on	  human	  macrophage	  antimicrobial	   responses	  were	   much	   less	   understood,	   if	   at	   all.	   Therefore,	   investigation	   of	   the	   impact	   of	  pharmacological	  modulators	   of	  HDACs	   and	   C5aR	   on	   host	   defence	  was	   predicted	   to	  identify	   limitations,	   and	   potentially	   new	   applications,	   for	   such	   compounds.	   These	  agents	  may	  also	  provide	  useful	  probes	  to	  interrogate	  specific	  signalling	  mechanisms	  controlling	  macrophage	  antimicrobial	  responses.	  As	  such,	  the	  aims	  of	  this	  thesis	  were	  as	  follows:	  	  
Aim	   1:	   To	   study	   the	   role	   of	   novel	   human-­‐specific	   TLR4	   target	   genes	   in	   human	  macrophage	  antimicrobial	  and	  inflammatory	  responses.	  	  Aim	  2:	  To	  investigate	  effects	  of	  pharmacological	  modulators	  of	  HDACs	  and	  C5aR	  on	  human	  macrophage	  antimicrobial	  responses.	  	  The	  first	  aim	  was	  addressed	  in	  Chapters	  3	  and	  4	  by	  conducting	  expression	  analysis	  of	  selected	  novel	  human-­‐specific	  TLR4	  target	  genes	  to	  validate	  previous	  microarray	  expression	  profiling	  (Schroder	  et	  al.,	  2012a).	  Subsequently,	  target	  gene	  function	  was	  investigating	  by	  perturbation	  of	  gene	  function	  through	  gene	  knockdown,	  followed	  by	  pathogen	  challenge	  to	  assay	  effects	  on	  macrophage	  survival,	  bacterial	  clearance	  and	  cytokine	   production.	   The	   results	   of	   these	   investigations	   are	   detailed	   in	  Chapter	   3,	  while	  more	  detailed	   functional	  analysis	  of	  one	  selected	  gene	   for	  which	  a	  phenotype	  was	  observed	  (RNF144B)	  was	  undertaken	  in	  Chapter	  4.	  The	  second	  aim	  of	  the	  thesis	  was	  addressed	   in	  Chapter	  5,	  which	  details	   the	  effects	  of	  HDAC	  inhibitors	  and	  C5aR	  modulators	   on	   bacterial	   clearance	   by	   human	   macrophages,	   and	   the	   partial	  characterisation	  of	  mechanisms	  likely	  to	  be	  responsible	  for	  these	  effects.	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2.1.	  Reagents	  
2.1.1.	   General	  reagents	  Phorbol	  12-­‐myristate	  13-­‐acetate	  (PMA)	  (Sigma-­‐Aldrich)	  was	  solubilised	   in	  dimethyl	  sulfoxide	  (DMSO)	  at	  a	  concentration	  of	  10	  μg/mL,	  stored	  at	  -­‐80˚C	  and	  diluted	  in	  tissue	  culture	   medium	   to	   be	   used	   at	   final	   concentration	   of	   30	   ng/mL.	   Ampicillin	   (Life	  Technologies)	   was	   stored	   at	   -­‐20˚C	   and	   was	   used	   at	   100	   μg/mL	   for	   selection	   of	  bacteria	   containing	   plasmids	   encoding	   ampicillin	   resistance	   following	  transformation.	  The	  proteasome	  inhibitor	  MG132	  (Z-­‐Leu-­‐Leu-­‐Leu-­‐al)	  (Sigma-­‐Aldrich)	  was	  solubilised	  in	  DMSO	  at	  a	  concentration	  of	  10	  mg/mL,	  stored	  at	  -­‐20˚C	  and	  used	  at	  a	  final	  concentration	  of	  10-­‐30	  μg/mL.	  The	  MEK1/2	  inhibitor,	  U0126	  monoethanolate	  (Sigma	  Aldrich)	  was	  solubilised	  in	  DMSO	  at	  a	  stock	  concentration	  of	  2.5	  mM,	  stored	  at	  -­‐20˚C	   and	   used	   at	   1	   μM.	   Nigericin	   (Sigma	   Aldrich)	   was	   resuspended	   to	   10	   mM	   in	  ethanol,	  stored	  at	  4˚C	  with	  protection	  from	  light	  and	  used	  at	  a	  working	  concentration	  of	  10	  μM.	  ATP	  (Sigma	  Aldrich)	  was	  resuspended	  to	  1	  mM	  in	  water	  followed	  by	  snap	  freezing	  using	  dry	  ice,	  then	  stored	  at	  -­‐20˚C	  before	  use	  at	  5	  mM	  concentration.	  Possible	  endotoxin	   contamination	   of	   reagents	   was	   not	   routinely	   assessed,	   however	   tissue-­‐culture	  grade	  plastic	  and	  reagents	  manufactured	  to	  be	  endotoxin-­‐free	  were	  used	  for	  all	  cell	  culture	  experiments.	  	  	  
2.1.2	  	   TLR	  agonists	  and	  recombinant	  cytokines	  The	   synthetic	   TLR3	   agonist,	   dsRNA	   analogue	   polyinosinic-­‐polycytidylic	   acid	   (Poly	  (I:C))	   (Invivogen)	  was	   solubilised	   in	   sterile	  water	   at	   1	  mg/mL,	   stored	   at	   -­‐20˚C	   and	  used	   at	   a	   final	   concentration	   of	   30	   μg/mL.	   Chromatographically-­‐purified	  lipopolysaccharide	   (LPS)	   from	   Salmonella	   enterica	   serotype	   Minnesota	   (Sigma	  Aldrich)	  was	  prepared	  in	  culture	  medium	  at	  10	  μg/mL,	  stored	  at	  -­‐20˚C	  and	  used	  at	  a	  final	   concentration	   of	   10-­‐100	   ng/mL	   as	   a	   TLR4	   agonist.	   Imiquimod	   (R837)	  (Invivogen),	   an	   imidazoquinoline	   amine	   analogue	   to	   guanosine,	   was	   solubilised	   in	  sterile	  water	  at	  1	  mg/mL,	  stored	  at	   -­‐20˚C	  and	  used	  at	  20	  μg/mL	  to	  stimulate	  TLR7.	  Recombinant	   human	   CSF-­‐1	   (Chiron)	   was	   resuspended	   in	   tissue	   culture	   media	   at	  1x108	  U/mL	  and	  stored	  at	  -­‐20˚C,	  then	  working	  stocks	  of	  1x106	  U/mL	  were	  prepared	  in	  tissue	  culture	  media	  and	  stored	  at	  4˚C,	  to	  be	  used	  at	  a	  final	  concentration	  of	  1x104	  U/mL.	  Recombinant	  human	  GM-­‐CSF	  (Abacus	  ALS)	  was	  resuspended	  in	  tissue	  culture	  media	   at	   100	   μg/mL	   and	   stored	   at	   -­‐80˚C,	   then	   working	   stocks	   of	   10	   μg/mL	   were	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made	  in	  tissue	  culture	  media	  and	  stored	  at	  4˚C,	  to	  be	  used	  at	  a	  final	  concentration	  of	  10	  ng/mL.	  Human	  recombinant	  IFNγ	  (R&D	  Systems)	  was	  stored	  at	  a	  concentration	  of	  2.5	  μg/mL	  at	  -­‐20˚C	  and	  diluted	  in	  tissue	  culture	  media	  to	  a	  final	  concentration	  of	  2.5	  ng/mL.	  	  
2.1.3	  	   HDAC	  inhibitors	  TSA	  purified	  from	  Streptomyces	  sp.	  (Sigma	  Aldrich)	  was	  dissolved	  in	  100%	  ethanol	  (EtOH)	  stored	  at	  4˚C,	  and	  diluted	  in	  media	  to	  be	  used	  at	  the	  indicated	  concentrations.	  SAHA	   (Richon	   et	   al.,	   2000)	   was	   synthesised	   in-­‐house	   in	   Professor	   David	   Fairlie’s	  Group	   (Institute	   for	  Molecular	  Bioscience,	  The	  University	  of	  Queensland),	  dissolved	  in	  DMSO,	  stored	  at	  -­‐20˚C,	  and	  diluted	  in	  tissue	  culture	  media	  to	  be	  used	  10	  μM.	  	  
2.1.4.	   GPCR	  agonists/antagonists	  Human	  C5a	  (initially	  received	  as	  a	  kind	  gift	  from	  the	  Fairlie	  Group,	  then	  subsequently	  purchased	  from	  Sino	  Biological)	  was	  diluted	  to	  50	  μM	  in	  sterile	  PBS,	  stored	  at	  -­‐80˚C,	  and	   diluted	   in	   tissue	   culture	  media	   to	   be	   used	   at	   30	   nM.	   All	   C5a	   batches	   used	   for	  experiments	  were	   tested	   for	   contaminating	   endotoxin	   using	   RAW264.7	   ELAM	   cells	  and	  flow	  cytometry	  (see	  Section	  2.2.13).	  The	  C5aR	  antagonist	  3D53	  (also	  licensed	  as	  PMX-­‐53)	  (Seow	  et	  al.,	  2013)	  was	  synthesised	  in	  the	  Fairlie	  Group,	  diluted	  to	  10	  mM	  in	  DMSO,	  stored	  at	  -­‐20˚C	  and	  used	  at	  a	  final	  concentration	  of	  1	  μM.	  	  
2.1.5.	   Oligonucleotides	  Oligonucleotides	  used	  for	  qPCR	  (Table	  2.1)	  were	  purchased	  from	  Geneworks	  or	  from	  Sigma	   Aldrich.	   Primers	   for	   qPCR	   were	   designed	   using	   NCBI	   primer	   blast	  (http://www.ncbi.nlm.nih.gov/tools/primer-­‐blast/)	   and	   Primer	   3	  (http://bioinfo.ut.ee/primer3-­‐0.4.0/)	   (Rozen	   and	   Skaletsky,	   2000).	  Where	   possible,	  primers	   were	   designed	   to	   span	   exon-­‐exon	   junctions	   to	   avoid	   amplification	   of	   any	  contaminating	  genomic	  DNA.	  MacVector	  software	  was	  used	  to	  predict	  and	  minimize	  any	   oligonucleotide	   secondary	   structure	   for	   qPCR	   primers.	   For	   each	   primer	   pair,	  quality	   controls	   for	   qPCR	   products	  were	   performed	   by	   analysis	   of	   the	   dissociation	  curve	  of	  each	  qPCR	  reaction.	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Gene	   Forward	  (5’-­‐3’)	  and	  Reverse	  (5’-­‐3’)	  
sequences	  
Product	  
size	  (bp)	  
Species	  
RNF144B	   F:	  GAGCACCGAGCCCTCTTTGGGA	  R:	  GAGCGCAGCCTTCATTGCGT	   94	  
qPCR	  primers	  for	  human	  gene	  
TMEM140	  	   F:	  CAACCAACCCTGATTTCCTGCTTCT	  R:	  TCTGCCGGGGGACAGAAAGGA	   79	  
NKG7	   F:	  TCAGGCTACATCCACGTGAC	  R:	  GACAGGACCAGGAAGCTCAC	   83	  
BATF3	   F:	  AGGCTGACAAGCTCCATGAGGAAT	  R:	  TCCCGATCTCTCTCCGCAGCA	   72	  
G0S2	   F:	  CTGACTCCGCTGGGAGAGTG	  R:	  TCCTTTGGTGGATGCTTGTGG	   109	  
HPRT	   F:	  TCAGGCAGTATAATCCAAAGATGGT	  R:	  AGTCTGGCTTATATCCAACACTTCG	   84	  
Rnf144b	   F:	  TGCCAGAGCATGGGGCTCTCT	  R:	  CATCTGGGCGCAGCCTTCGT	   104	  
qPCR	  primers	  for	  mouse	  gene	  
Tmem140	   F:	  ATCGACTCCCCAGACAGACGCT	  R:	  TTGCAGGGAGACAAAAACCAACGC	   87	  
Nkg7	   F:	  TGGCTTTTTCTGCAGCTCTCTCC	  R:	  GTCTGGCTCCATCTCATACTGGTGT	   70	  
Batf3	   F:	  TTTCGAAGCTGAAGGAGGAG	  	  	  	  	  R:	  CGAAGCTGCACAAAGTTCAT	   103	  
G0s2	   F:	  GTGCTCGGCCTAGTTGAGAC	  R:	  GACTGCTGTTCACACGCTTC	   107	  
Hprt	   F:	  GTTGGATACAGGCCAGACTTTGTTG	  R:	  GAGGGTAGGCTGGCCTATAGGCT	   352	  
Table	  2.1:	  List	  of	  qPCR	  primers	  used.	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2.1.6.	   Antibodies	  Antibodies	  used	  in	  these	  studies	  are	  listed	  in	  Table	  2.2.	  
Antibody	   Specificity	   Application	   Dilution	  
MW	  of	  
antigen	  
(kDa)	  
Source	  
and	  
vendor	  
number	  
Primary	  antibodies	  
IL-­‐1β	  
Mouse	  monoclonal	  anti-­‐human/mouse	  IL-­‐1β	  (pro	  and	  cleaved	  form)	  
WB	   1:1000	   17,	  31	   Cell	  Signalling	  (#12242)	  
IL-­‐1β	   Rabbit	  polyclonal	  anti-­‐human	  IL-­‐1β	  (cleaved	  form)	   WB	   1:1000	   17	  
Cell	  Signalling	  (#2021)	  
Caspase-­‐1	  
Rabbit	  monoclonal	  anti-­‐human/monkey	  caspase-­‐1	  (pro	  and	  cleaved	  form)	  
WB	   1:1000	   20,	  48	   Cell	  Signalling	  (#3866)	  
Caspase-­‐1	  
Rabbit	  monoclonal	  anti-­‐human/monkey	  caspase-­‐1	  (cleaved	  form)	  
WB	   1:1000	   20,	  22	   Cell	  Signalling	  (#4199)	  
NLRP3	   Rabbit	  monoclonal	  anti-­‐human	  NLRP3	   WB	   1:1000	   85,	  110	  
Cell	  Signalling	  (#13158)	  
RNF144B	   Mouse	  monoclonal	  anti-­‐human	  RNF144B	   WB	   1:1000	   34	  
Abcam	  (ab110458)	  
ASC	   Rabbit	  polyclonal	  anti-­‐human	  ASC	   WB	   1:1000	   24	   Santa	  Cruz	  Biotech	  	  (sc-­‐30153)	  Acetylated	   Rabbit	  anti-­‐acetyl	   WB	   1:1000	   17	   Millipore	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histone	  H3	   histone	  H3	  (Lys9)	   (06-­‐599)	  
GAPDH	   Rabbit	  anti-­‐GAPDH	   WB	   1:2500	   37	   Trevigen	  
	  IL-­‐6	  
	  Rat	  anti-­‐human	  IL-­‐6	   ELISA	   1:250	   n/a	  
BD	  Pharmingen	  (#554543)	  
TNFα	  
C:	  Rabbit	  anti	  human	  TNFα	  D:	  Rabbit	  anti	  human	  TNFα	   ELISA	  
C:	  1	  μg/mL	  D:	  0.5	  μg/mL	   n/a	   PeproTech	  (PT900K25)	  
CCL20	  
C:	  Mouse	  anti	  human	  CCL20	  D:	  Goat	  anti-­‐human	  CCL20	   ELISA	  
C:	  2	  μg/mL	  D:	  25	  ng/mL	   n/a	   Bio-­‐scientific	  (DY360)	  
CXCL13	  
C:	  Mouse	  anti	  human	  CXCL13	  D:	  Goat	  anti-­‐human	  CXCL13	   ELISA	  
C:	  2	  μg/mL	  D:	  200	  ng/mL	   n/a	   Bio-­‐scientific	  (DY801)	  
IL-­‐1β	  
C:	  Mouse	  anti	  human	  IL-­‐1β	  D:	  Goat	  anti-­‐human	  IL-­‐1β	   ELISA	  
C:	  4	  μg/mL	  D:	  200	  ng/mL	   n/a	   Bio-­‐scientific	  (DY201)	  
Secondary	  antibodies	  
Rabbit-­‐IgG	   Goat	  anti-­‐rabbit	  IgG	  HRP	   WB	   1:4000	   n/a	   Cell	  Signalling	  (#7074)	  
Mouse-­‐IgG	   Horse	  anti-­‐mouse	  IgG-­‐HRP	   WB	   1:4000	   n/a	   Cell	  Signalling	  (#7076)	  
IL-­‐6	   Biotin	  rat	  anti-­‐human	  IL-­‐6	   ELISA	   1:250	   n/a	   BD	  Pharmingen	  #554546	  
Table	  2.2:	  List	  of	  antibodies	  used.	  	  WB	  =	  western	   blotting;	   ELISA	   =	   enzyme-­‐linked	   immunosorbent	   assay;	   C	   =	   capture	  antibody;	  D	  =	  detection	  antibody.	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2.1.7.	   siRNAs	  siRNA	   used	   for	   gene	   knockdown	   studies	   (Table	   2.3)	   were	   purchased	   from	   Life	  Technologies	   or	   from	   GE	   Dharmacon	   (Thermo	   Scientific).	   Specificity	   of	   siRNAs	  (possible	   off-­‐target	   effects)	   was	   examined	   using	   NCBI	   standard	   nucleotide	   blast	  (http://blast.ncbi.nlm.nih.gov/Blast.cgi).	  
Target	  gene	  of	  siRNA	   Details	  and	  Sequence/s	  (5’-­‐3’)	   Company	  RNF144B	   siGENOME	  SMARTpool	  siRNA:	  D-­‐025119-­‐01:	  CAGCUUGCCUGAAACAGUA	  D-­‐025119-­‐02:	  AAGCUGAGAUUGCCUGUUU	  D-­‐025119-­‐03:	  GUAGAGACAGUCAGCCUAU	  D-­‐025119-­‐04:	  GGGUUUAUAUCGAACGCAA	  
GE	  Dharmacon	  
SLC41A2	   siGENOME	  SMARTpool	  siRNA:	  D-­‐007321-­‐01:	  GAAAGGACCCGGAUAGUUU	  D-­‐007321-­‐02:	  GGUCAUACUUCUUUAACUA	  D-­‐007321-­‐03:	  CAAUAAUGGGCACGCAUCA	  D-­‐007321-­‐04:	  GCUUAUUGGAGAUCGAGAU	  NKG7	   siGENOME	  SMARTpool	  siRNA:	  D-­‐016047-­‐01:	  GAGCACCGAUUUCUGGUUU	  D-­‐016047-­‐02:	  GGUCUCAGCUAUCCUCUUG	  D-­‐016047-­‐03:	  CAUUAUGGCUGUUCUGUGG	  D-­‐016047-­‐04:	  CAUCAUAUCAGGCUACAUC	  G0S2	   siGENOME	  SMARTpool	  siRNA:	  D-­‐015771-­‐01:	  GCGACAGGCUCUCCAGAAG	  D-­‐015771-­‐02:	  GCAAGCAGCAGGACACGGU	  D-­‐015771-­‐03:	  GUGCUCGGCCUGAUGGAGA	  	  D-­‐015771-­‐04:	  UGGUGAAGCUGUACGUGCU	  NLRP3	   #10620310	  B04	  and	  B05	  CCAAGAUUGAGAUCAAUGU[dt][dt]	  AGAUUGAUCUCAAUCUUGG[dt][dt]	   Invitrogen	  (Life	  Technologies)	  NLRP1	   #10620318-­‐240157	  E03	  CAGCCAGGGUGGAGCUGCAUCACAU	  AUGUGAUGCAGCUCCACCCUGGCUG	  
Table	  2.3:	  List	  of	  siRNAs	  used.	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2.2.	  Methods	  
2.2.1.	   Cell	  lines	  and	  culture	  conditions	  
RAW264.7	  and	  RAW264.7	  ELAM	  RAW264.7	   is	   a	   mouse	   macrophage-­‐like	   cell	   line,	   originally	   derived	   from	   a	   murine	  tumour	  transformed	  by	  Abelson	  Leukaemia	  virus	  (Raschke	  et	  al.,	  1978).	  This	  cell	  line	  was	   obtained	   from	   the	   American	   Type	   Culture	   Collection	   (ATCC).	   RAW264.7	   cells	  possess	  macrophage-­‐like	  characteristics	  such	  as	  phagocytosis,	  and	  responsiveness	  to	  stimulation	  with	  PAMPs.	  RAW264.7	  ELAM	   cells	   are	  RAW264.7	   cells	   that	   are	   stably	  transfected	   with	   the	   NFκB-­‐dependent	   endothelial	   leucocyte	   adhesion	   molecule	  (ELAM)	   promoter,	   which	   drives	   expression	   of	   green	   fluorescent	   protein	   (GFP)	  (Stacey	   et	   al.,	   2003).	   Cells	  were	   cultured	   in	   complete	  media	   (Table	   2.4)	   on	   square	  sterilin	   bacteriological	   plastic	   plates	   (Thermo	   Scientific)	   and	  were	   sub-­‐cultured	   by	  first	  detaching	  cells	  by	  syringing	  with	  an	  18-­‐gauge	  blunt	  end	  needle	  attached	  to	  a	  5	  mL	  syringe,	  washing	  cells	  twice	  by	  pelleting	  cells	  at	  500	  g	  for	  5	  minutes,	  then	  seeding	  an	  aliquot	  at	  appropriate	  density	  onto	  plates.	  	  
	  
Human	  Embryonic	  Kidney	  (HEK)	  293T	  	  The	  HEK293T	  cell	  line	  was	  obtained	  from	  Dr.	  Kate	  Schroder	  (Institute	  for	  Molecular	  Bioscience,	   The	   University	   of	   Queensland).	   HEK293T	   cells	   are	   HEK293	   cells	   stably	  expressing	  the	  SV40	  large	  T	  antigen,	  resulting	  in	  enhanced	  transfection	  efficiency	  and	  SV40	  promoter-­‐dependent	  gene	  expression.	  Cells	  were	  grown	  in	  tissue	  culture	  flasks	  (Thermo	   scientific	   NUNC)	   and	   sub-­‐cultured	   by	   first	   rinsing	   cells	   with	   PBS,	   then	  harvesting	   cells	   by	   incubation	   with	   0.25%	   Trypsin-­‐EDTA	   (Life	   Technologies),	  followed	  by	  neutralisation	  with	  complete	  media.	  Cells	  were	  washed	  twice	  by	  pelleting	  at	  500	  g	  for	  5	  minutes,	  and	  then	  an	  aliquot	  was	  seeded	  into	  tissue	  culture	  flasks.	  	  
	  
THP-­‐1	  	  THP-­‐1	  cells	  are	  a	  human	  monocytic	   cell	   line,	  originally	  derived	   from	  the	  peripheral	  blood	  of	  a	  patient	  with	  acute	  monocytic	  leukemia	  (Tsuchiya	  et	  al.,	  1980).	  Cells	  were	  obtained	   from	   ATCC	   and	   maintained	   in	   tissue	   culture	   flasks	   or	   plates	   (Thermo	  scientific	  NUNC)	  in	  complete	  media	  (Table	  2.4).	  Cells	  were	  sub-­‐cultured	  by	  pipetting	  into	   a	   homogeneous	   suspension,	   washing	   twice	   by	   pelleting	   cells	   at	   500	   g	   for	   5	  minutes,	   then	   seeding	   an	   aliquot	   into	   a	   new	   flask	   or	   plate.	   THP-­‐1	   cells	   were	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differentiated	  into	  macrophage-­‐like	  cells	  by	  seeding	  cells	  into	  tissue	  culture	  wells	  and	  treating	   with	   30	   ng/mL	   PMA	   (Sigma	   Aldrich)	   for	   48	   h.	   Cells	   were	   rested	   for	   4	   h	  following	  differentiation	   in	   complete	  media	  without	  PMA	  before	   commencement	  of	  experimentation.	  	  	  
2.2.2.	   Primary	  cells	  
Bone	  marrow-­‐derived	  macrophages	  (BMM)	  All	   experiments	  using	  mice	  were	  approved	  by	   the	  University	  of	  Queensland	  animal	  ethics	   committee.	   Bone	   marrow	   cells	   were	   harvested	   from	   femurs	   and	   tibias	   of	  specific	   pathogen-­‐free	   male	   C57Bl/6	   mice	   from	   6	   to	   8	   weeks	   of	   age.	   Briefly,	   mice	  were	  euthanized	  by	  performing	  cervical	  dislocation	  or	  administering	  carbon	  dioxide	  at	   a	   rate	   of	   20%	   chamber	   volume	   per	  minute,	   after	  which	   femurs	   and	   tibias	  were	  removed.	  Surrounding	  muscle	  tissue	  was	  removed	  using	  70%	  ethanol.	  Under	  sterile	  conditions,	  the	  bone	  cavity	  was	  flushed	  with	  complete	  media	  using	  a	  27-­‐gauge	  needle	  attached	   to	   a	   5	   mL	   syringe.	   Pooled	   bone	   marrow	   was	   cultured	   on	   square	   sterilin	  bacteriological	   plastic	   plates	   (Thermo	   Scientific)	   in	   complete	   media	   (Table	   2.4)	  containing	  recombinant	  human	  CSF-­‐1	  (10,000	  U/mL)	  at	  a	  density	  of	  approximately	  1	  bone	  per	  3-­‐4	  plates	  for	  6	  days.	  Differentiating	  BMM	  were	  given	  fresh	  CSF-­‐1	  on	  day	  5	  and	  were	  replated	  on	   tissue	  culture	  plates	  on	  day	  6	  with	   fresh	  media	  and	  CSF-­‐1,	  at	  the	   required	   density	   for	   experimental	   purposes.	   To	   store	   BMM,	   equivalent	   bone	  marrow	  from	  1	  bone	  per	  vial	  was	  frozen	  according	  to	  the	  protocol	  in	  Section	  2.2.3.	  	  
 
Thioglycollate-­‐elicited	  peritoneal	  macrophages	  (TEPM)	  TEPM	   cells	   were	   generated	   by	   injecting	   1	  mL	   of	   10%	   thioglycollate	   broth	   (Becton	  Dickinson)	   into	  the	  peritoneal	  cavity	  of	  6	  to	  8	  week	  old	  C57Bl/6	  mice.	  After	  5	  days,	  mice	  were	  euthanized	  and	  peritoneal	  lavages	  were	  performed	  using	  sterile	  PBS.	  Cells	  obtained	  from	  lavages	  were	  washed	  in	  PBS	  and	  red	  blood	  cells	  were	  lysed	  using	  red	  blood	  cell	   lysis	  buffer	  (Sigma	  Aldrich).	  The	  remaining	  white	  blood	  cells	  were	  plated	  on	  square	  sterilin	  bacteriological	  plastic	  plates	  (Thermo	  Scientific)	  at	  approximately	  1x107	   cells	   per	   plate	   in	   complete	   media	   (Table	   2.4).	   The	   next	   day,	   cells	   were	  harvested	  and	  plated	  according	  to	  experimental	  requirements.	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Human	  monocyte-­‐derived	  macrophages	  (HMDM)	  All	  experiments	  involving	  the	  use	  of	  human	  blood	  were	  approved	  by	  the	  University	  of	  Queensland	   medical	   research	   ethics	   committee.	   HMDM	   were	   differentiated	   from	  monocytes	   isolated	   from	  buffy	   coats	  obtained	   from	   the	  Australian	  Red	  Cross	  Blood	  Service.	   In	   brief,	   buffy	   coats	   were	   diluted	   in	   sterile	   PBS,	   then	   layered	   onto	   Ficoll-­‐Paque	  Plus	  (GE	  Healthcare	  Life	  Sciences)	  and	  centrifuged	  at	  400	  g	  for	  30	  minutes	  for	  density	   gradient	   separation.	   White	   blood	   cells	   were	   harvested	   using	   a	   pipette,	  washed	   in	  sterile	  PBS,	   then	   incubated	  with	  MACS	  CD14	  microbeads	   for	  40	  minutes.	  After	  washing	  cells,	  CD14+	  monocytes	  were	  isolated	  by	  positive	  selection	  using	  CD14+	  beads	   and	   MACS®	   manual	   cell	   separation	   LS	   columns,	   according	   to	   the	  manufacturer’s	  protocol	  (Miltenyi	  Biotech).	  Isolated	  cells	  were	  washed,	  counted	  and	  plated	  at	  15x106	  per	  10cm2	  	  round	  tissue	  culture	  plastic	  plates	  (Thermo	  Scientific)	  in	  10	  mL	   complete	   media	   containing	   either	   1x104	  U/mL	   CSF-­‐1	   or	   10	   ng/mL	   GM-­‐CSF	  (Table	   2.4)	   for	  6	  days.	  Purity	  of	  monocyte	  preparations	  was	   routinely	  assessed	  by	  staining	   with	   an	   anti-­‐CD14	   antibody	   conjugated	   to	   PE	   and	   analysing	   by	   flow	  cytometry.	   	   A	   purity	   of	   >90%	   was	   considered	   to	   be	   sufficient	   for	   further	  experimentation.	  On	  the	  6th	  day	  after	  isolation,	  cells	  were	  harvested	  with	  a	  blunt	  edge	  18-­‐gauge	  needle	  and	  5	  mL	  syringe	  and	  replated	  with	  1x104	  U/mL	  CSF-­‐1	  or	  10	  ng/mL	  GM-­‐CSF	   for	  experimentation	  on	  day	  7.	  Throughout	   the	  experimental	  process,	  CSF-­‐1	  or	  GM-­‐CSF	  was	  maintained	  in	  the	  media.	  	  	  
2.2.3.	   Storage	  of	  cell	  lines	  and	  primary	  cells	  Cell	  lines	  (RAW264.7,	  HEK293T	  and	  THP-­‐1	  cells)	  were	  stored	  by	  freezing	  aliquots	  of	  approximately	   2.5x106	   cells	   in	   freezing	   media,	   which	   consisted	   of	   50%	   FBS,	   40%	  complete	  media	  and	  10%	  DMSO.	  Vials	  of	  cells	  were	  placed	  in	  isopropanol-­‐containing	  cryo-­‐freezing	   containers	   and	   transferred	   to	   -­‐80˚C	   freezers	   overnight	   for	   slow	  freezing,	  before	  transfer	  to	  liquid	  nitrogen.	  For	  recovery	  of	  stored	  cells,	  aliquots	  were	  thawed	   at	   37˚C,	   washed	   twice	   by	   pelleting	   cells	   at	   500	   g	   for	   5	   minutes	   and	  resuspending	   in	   complete	   media	   to	   remove	   DMSO,	   before	   plating	   in	   appropriate	  media.	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Cell	  Type	   Complete	  Media	  Specifications	  
RAW264.7	  and	  RAW264.7	  ELAM	  
RPMI	  1640	  containing:	  5%	  Heat	  inactivated	  Foetal	  Bovine	  Serum	  (FBS)	  (Invitrogen)	  50	  U/mL	  Penicillin	  (Life	  Technologies)	  50	  μg/mL	  Streptomycin	  (Life	  Technologies)	  2	   mM	   L-­‐	   glutamine	   (GlutaMAX,	   Life	  Technologies)	  
HEK293T	  
DMEM	  containing:	  10%	  Heat	  inactivated	  FBS	  (Invitrogen)	  50	  Units/mL	  Penicillin	  (Life	  Technologies)	  50	  μg/mL	  Streptomycin	  (Life	  Technologies)	  2	   mM	   L-­‐	   glutamine	   (GlutaMAX,	   Life	  Technologies)	  
THP-­‐1	  
RPMI	  1640	  containing:	  10%	  Heat	  inactivated	  FBS	  (Invitrogen)	  50	  U/mL	  Penicillin	  (Life	  Technologies)	  50	  μg/mL	  Streptomycin	  (Life	  Technologies)	  2	  mM	  L-­‐	  glutamine	  (GlutaMAX,	  Life	  Technologies)	  1	  mM	  Sodium	  pyruvate	  (Life	  Technologies)	  10	  mM	  Hepes	  buffer	  (Life	  Technologies)	  50	  μM	  β-­‐mercaptoethanol	  (Sigma-­‐Aldrich)	  
BMM	  	  
RPMI	  1640	  containing:	  10%	  Heat	  inactivated	  FBS	  (Invitrogen)	  50	  U/mL	  Penicillin	  (Life	  Technologies)	  50	  μg/mL	  Streptomycin	  (Life	  Technologies)	  2	  mM	  L-­‐	  glutamine	  (GlutaMAX,	  Life	  technologies)	  1x104	  U/mL	  CSF-­‐1	  (Chiron)	  
TEPM	   RPMI	  1640	  containing:	  10%	  Heat	  inactivated	  FBS	  (Invitrogen)	  50	  U/mL	  Penicillin	  (Life	  Technologies)	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50	  μg/mL	  Streptomycin	  (Life	  Technologies)	  2	  mM	  L-­‐	  glutamine	  (GlutaMAX,	  Life	  technologies)	  
HMDM	  
Iscove’s	  Modified	  Dulbecco’s	  Medium	  (IMDM)	  
containing:	  10%	  Heat	  inactivated	  	  FBS	  (Invitrogen)	  50	  units/mL	  Penicillin	  (Life	  technologies)	  50	  μg/mL	  Streptomycin	  (Life	  technologies)	  Either	  1x104	  U/mL	  CSF-­‐1	   (Chiron)	  or	  10	  ng/mL	  GM-­‐CSF	  (Peprotech)	  
Table	  2.4:	  Complete	  media	  specifications	  for	  different	  cell	  types.	  	  
2.2.4.	   Bacterial	  culture	  
Salmonella	   enterica	   serovar	   Typhimurium	   strain	   SLI	   344	   and	  Escherichia	  coli	  
strain	  MG1655	  	  
S.	  Typhimurium	  strain	  SLI	  344	  (Hoiseth	  and	  Stocker,	  1981)	  and	  E.	  coli	  strain	  MG1655	  (Blattner	  et	  al.,	  1997)	  (obtained	  from	  Dr.	  Makrina	  Totsika	  from	  the	  Schembri	  Group,	  School	  of	  Chemistry	   and	  Molecular	  Biosciences,	  The	  University	  of	  Queensland)	  was	  stored	   in	  LB	  broth	  with	  50%	  sterile	  glycerol	  at	   -­‐80˚C.	  Bacteria	   from	  glycerol	   stocks	  were	   plated	   on	   LB	   agar	   plates	   and	   incubated	   overnight	   at	   37˚C,	   2	   days	   before	  experimentation.	  The	  next	  day,	  an	  isolated	  colony	  was	  picked	  and	  cultured	  in	  10	  mL	  LB	  broth	  at	  37˚C	  overnight	  for	  14-­‐16	  h.	  Overnight	  cultures	  were	  washed	  twice	  in	  PBS	  and	   resuspended	   in	   PBS.	   Optical	   density	   at	   600	   nm	   was	   measured	   by	  spectrophotometry,	   and	   cell	   density	   for	   S.	   Typhimurium	   was	   calculated	   using	   1	  AU600nm	   =	   8.5x108	  colony	   forming	   units	   (cfu)/mL,	  while	   cell	   density	   for	  E.	   coli	  was	  calculated	  using	  1	  AU600nm	  =	  1x109	  cfu/mL.	  The	  appropriate	  multiplicity	  of	  infection	  (MOI)	  was	  then	  calculated	  using	  the	  density	  obtained.	  	  
2.2.5.	   Bacterial	  growth	  assays	  The	   effect	   of	   compounds	   (HDAC	   inhibitors	   and	   GPCR	   ligands)	   was	   assessed	   on	   S.	  Typhimurium	   and	   E.	   coli	   growth	   in	   HMDM	   complete	   cell	   media	   by	  spectrophotometric	  analysis	  of	  optical	  density	  at	  600	  nm.	  S.	  Typhimurium	  and	  E.	  coli	  were	   cultured	   overnight	   in	   LB	   broth	   in	   a	   shaking	   incubator	   at	   37˚C.	   Bacteria	  were	  washed	  twice	  in	  sterile	  PBS,	  and	  resuspended	  in	  media	  for	  mammalian	  cell	  culture.	  1	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AU	  of	  bacteria,	  as	  determined	  by	  spectrophotometry,	  was	  resuspended	  in	  a	  total	  of	  10	  mL	   of	   cell	   culture	   media	   and	   cultured	   in	   a	   shaking	   incubator	   at	   37˚C.	   Bacterial	  growth,	   as	   determined	   by	   optical	   density,	  was	  measured	   every	   10	  minutes	   for	   the	  first	  hour,	  then	  every	  20	  minutes	  for	  the	  second	  hour	  and	  finally	  every	  half	  hour	  until	  7	  h	  post-­‐inoculation,	  by	  which	  time	  bacterial	  growth	  had	  plateaued.	  	  
2.2.6.	   Bacterial	  infection	  assays	  Bacterial	   infection	   assays	   were	   conducted	   in	   human	   and	   mouse	   macrophages	   to	  assess	   intracellular	   survival	   using	   gentamicin	   exclusion	   assays.	   In	   brief,	   primary	  human	   and	   mouse	   macrophages	   were	   harvested	   at	   day	   6	   to	   8	   following	  differentiation	   and	   plated	   out	   in	   24	   well	   plates	   at	   a	   density	   of	   2x105	   or	   4x105	  cells/well	   (as	   per	   experimental	   requirements)	   in	   1	   mL	   P/S-­‐free	   media	   containing	  CSF-­‐1	  or	  GM-­‐CSF.	  Cells	  were	  infected	  on	  the	  following	  day.	  THP-­‐1	  cells	  were	  plated	  at	  the	   required	  density	   and	  were	  differentiated	   into	  macrophage-­‐like	   cells	  by	   treating	  with	  PMA	  for	  48	  h,	  after	  which	  media	  was	  replaced	  with	  fresh	  media	  without	  PMA	  for	  4	  h.	  At	  this	  point,	  cells	  were	  infected	  with	  bacteria	  at	  an	  appropriate	  MOI	  (MOI	  10	  for	  10	   bacteria	   per	   cell,	   MOI	   100	   for	   100	   bacteria	   per	   cell),	   and	   1	   h	   later,	   cells	   were	  washed	   three	   times	   with	   200	   μg/mL	   gentamicin	   resuspended	   in	   P/S-­‐free	   media	  (gentamedia)	   then	   incubated	   for	   1	   h	   in	   200	  μg/mL	   gentamedia	   to	   enable	   killing	   of	  extracellular	  bacteria	  (gentamicin	  exclusion).	  Cells	  were	  then	  washed	  thrice	  with	  20	  μg/mL	  gentamedia	  and	  incubated	  in	  20	  μg/mL	  gentamedia	  supplemented	  with	  either	  CSF-­‐1	   (BMM/HMDM)	   or	   GM-­‐CSF	   (HMDM)	   until	   the	   appropriate	   time-­‐point.	   In	  situations	   where	   cells	   were	   being	   treated	   with	   specific	   pharmacological	   reagents,	  those	  reagents	  were	  re-­‐added	  to	  the	  20	  μg/mL	  gentamedia	  following	  the	  third	  wash	  and	   left	  on	  cells	   throughout	   incubation.	   If	  required,	  supernatants	  were	  harvested	  at	  the	  appropriate	   timepoint	  by	   first	   spinning	   the	   cell	   culture	  plate	   containing	  cells	   at	  500	  g	  for	  ~5	  minutes,	  then	  pipetting	  up	  supernatant	  to	  carefully	  avoid	  collecting	  cells.	  Adherent	   cells	   were	   then	  washed	   twice	  with	   P/S	   free	  media	   and	   lysed	  with	   1	  mL	  0.01%	   Triton-­‐X100	   in	   sterile	   PBS.	   Lysates	   were	   serially	   diluted	   and	   cultured	  overnight	  at	  37˚C	   for	  ~9	  h	  on	  antibiotic-­‐free	  LB	  agar	  plates.	  Bacterial	  colonies	   from	  lysates	  were	  counted	  and	  used	  to	  assess	  intracellular	  bacterial	  loads.	  The	  actual	  MOI	  used	  in	  infection	  assays	  was	  also	  calculated	  by	  plating	  out	  inoculum	  on	  LB	  agar	  plates	  immediately	  after	  carrying	  out	  infection	  assays.	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2.2.7.	   Macrophage	  viability	  assays	   	  	  
MTT	  assays	  Macrophage	  survival	  after	   specific	   treatments	  was	  estimated	  by	  MTT	  assays,	  which	  measure	  mitochondrial	  activity	  and	  thus	  provide	  an	  indirect	  measure	  of	  cell	  viability.	  Although	  this	  assay	  does	  not	  discriminate	  between	  effects	  on	  cell	  viability	  and	  effects	  on	  mitochondrial	  activity,	  it	  was	  primarily	  used	  to	  show	  that	  specific	  treatments	  had	  no	  gross	  effects	  on	  cell	  functions.	  Moreover,	  LDH	  assays	  (described	  below)	  were	  also	  used	  to	  assess	  potential	  cytotoxic	  effects	  of	  specific	  treatments.	  For	  MTT	  assays,	  cells	  were	  incubated	  for	  3	  h	  at	  37˚C	  in	  1	  mg/mL	  MTT	  reagent	  ((3-­‐(4,5-­‐dimethylthiazol-­‐2-­‐yl)-­‐2,5-­‐diphenyltetrazolium	   bromide)	   (Sigma	   Aldrich)	   diluted	   in	   complete	   media.	  Media	  was	  then	  discarded	  and	  cells	  were	  solubilized	  in	  100	  μl	  of	  100%	  isopropanol	  and	  incubation	  on	  a	  rotator	  for	  ~	  1-­‐2	  h.	  Absorbance	  was	  measured	  at	  570	  nm	  using	  a	  Powerwave	  XS	  plate	  reader.	  	  
LDH	  assays	  Lactate	  dehydrogenase	  (LDH)	  is	  a	  metabolic	  enzyme	  that	  is	  released	  from	  dying	  cells,	  and	  thus	  LDH	  release	  assays	  are	  commonly	  used	  as	  a	  read-­‐out	  of	  cell	  death.	  Using	  the	  LDH	  Activity	  Assay	  kit	  (Sigma	  Aldrich),	  LDH	  release	  is	  quantified	  through	  its	  activity	  in	  reducing	  NAD	  to	  NADH.	  NADH	  then	  reduces	  a	  tetrazolium	  salt	  into	  a	  red	  formazan	  product	   that	   is	  detectable	  by	  a	   colorimetric	   assay,	  with	   this	   read-­‐out	  being	  directly	  proportional	   to	   the	   amount	   of	   LDH	   released	   into	   the	   medium.	   Supernatants	   were	  tested	   for	   LDH	   release	   by	   mixing	   20	   μL	   of	   supernatant/lysate	   with	   40	   μL	   of	   the	  master	  reaction	  in	  replicates	  in	  a	  96	  well	  plate,	  following	  the	  manufacturer’s	  protocol.	  Complete	   media	   was	   used	   as	   a	   control	   for	   the	   background	   signal.	   Untreated	   cells	  were	  lysed	  by	  the	  addition	  of	  1	  μL	  of	  10%	  Triton-­‐X100	  into	  1	  mL	  media	  to	  achieve	  a	  final	   concentration	  of	   0.01%	  Triton-­‐X100,	   following	  by	  pipetting	   to	   enable	   efficient	  cell	   lysis.	   These	   cell	   lysates	   were	   used	   as	   control	   for	   measuring	   total	   LDH.	   The	  mixture	   was	   incubated	   at	   room	   temperature	   in	   the	   dark	   for	   approximately	   40	  minutes,	   before	   absorbance	   was	   measured	   at	   450	   nm	   using	   a	   Powerwave	   XS	  Spectrophotometer.	   LDH	   release	   was	   quantified	   by	   subtracting	   background,	   then	  normalising	   absorbance	   from	   cell	   supernatants	   over	   cell	   lysates	   to	   obtain	   %LDH	  release	  over	  total	  LDH.	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2.2.8.	   siRNA-­‐mediated	  gene	  knockdown	  
HMDM	  HMDM	  at	  day	  6-­‐8	  were	  harvested	  and	  washed	  twice	  in	  media	  before	  resuspension	  in	  complete	  media	  at	  2.5x106	  cells/300	  μL.	  1M	  Hepes	  (tissue	  culture	  grade)	  was	  added	  per	   mL	   of	   cells.	   300	   μL	   cell	   suspensions	   were	   transferred	   to	   0.4	   cm	   sterile	  electroporation	   cuvettes,	   and	  mixed	  with	   siRNA	   to	   achieve	   a	   final	   concentration	   of	  0.25	  μM	   (Table	   2.3).	   Cells	  were	   electroporated	   at	   240	  V,	   1000	  μF	   and	  ∞Ω	  using	   a	  Biorad	   electroporator,	   after	   which	   cells	   were	   rested	   for	   5	   minutes	   for	   recovery.	   2	  replicates	  were	  performed	  for	  each	  experimental	  condition	  and	  were	  pooled,	  washed	  twice,	  counted,	   then	  plated	  out	   for	  experiments.	  24	  h	   later,	  media	  was	  changed	  and	  experimentation	  was	  commenced.	  	  
THP-­‐1	  cells	  THP-­‐1	   cells	   were	   differentiated	   into	   macrophages	   for	   48	   h,	   then	   harvested.	  Electroporation	  with	  siRNA	  was	  conducted	  as	  described	  above	  for	  HMDM.	  Following	  that,	  cells	  were	  plated	  for	  experimental	  purposes,	  differentiated	  for	  another	  24	  h	  with	  30	  ng/mL	  PMA,	  after	  which	  media	  was	  replaced	  with	  fresh	  PMA-­‐free	  complete	  media	  for	  4	  h.	  At	  this	  point,	  experimentation	  was	  commenced.	  	  	  
2.2.9.	   Quantification	  of	  mRNA	  expression	  
RNA	  purification	  RNA	  was	  harvested	  from	  cells	  using	  the	  Qiagen	  RNeasy	  Mini	  Kit	  (Qiagen)	  or	  Direct-­‐zolTM	  RNA	  MiniPrep	  Kit	   (Zymo	  Research)	   according	   to	  manufacturer’s	   instructions.	  RNA	  was	  quantified	  using	  an	  ND	  1000	  nanodrop	  spectrophotometer	   (Biolab)	  using	  Beer’s	  Law	  and	  the	  assumption	  that	  1	  AU	  =	  40	  µg/mL	  RNA.	  RNA	  purity	  was	  assessed	  by	  determining	  the	  A260/280	  ratio,	  with	  a	  ratio	  of	  1.8-­‐2.0	  considered	  as	  acceptable	  for	  subsequent	  analysis.	  
	  
cDNA	  synthesis	  for	  qPCR	  cDNA	  was	   synthesised	   from	  500	  ng	  of	   extracted	  RNA.	  Contaminating	  genomic	  DNA	  was	   removed	   from	   RNA	   by	   conducting	   off-­‐column	   DNA	   digestion	   using	   a	   kit	   from	  Invitrogen.	  Briefly,	  1	  μL	  of	  amplification	  grade	  100	  U	  DNase	  I	  and	  1	  μL	  10x	  DNase	  I	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Reaction	  Buffer	  was	  added	  to	  500	  ng	  RNA,	  after	  which	  the	  mixture	  was	  incubated	  at	  25˚C	   for	   15	   minutes.	   Reactions	   were	   terminated	   by	   incubation	   with	   1	   μL	   25	   mM	  EDTA	  (pH	  8.0)	  at	  65˚C	  for	  10	  minutes.	  cDNA	  was	  synthesised	  by	  incubating	  with	  1	  μL	  of	  500	  ng	  oligo	  dT	  primer	  (Geneworks)	  and	  1	  μl	  10	  μM	  dNTPs	  in	  a	  19	  μL	  reaction	  at	  70˚C	  for	  10	  minutes,	  then	  chilling	  on	  ice.	  Following	  that,	  4	  μL	  of	  First	  Strand	  Buffer,	  1	  μL	  of	  0.1	  M	  DTT,	  0.2	  μL	  of	  Superscript	  III	  Reverse	  Transcriptase	  (Life	  Technologies)	  was	   added	   and	   the	   reaction	   was	   made	   up	   to	   25	   μL	   with	   RNase-­‐free	   water.	   The	  reaction	  was	  placed	   in	  a	   thermal	  cycler	  and	   incubated	  at	  50˚C	   for	  50	  minutes,	   then	  70˚C	  for	  15	  minutes.	  A	  negative	  control	  was	  included	  using	  pooled	  RNA	  and	  with	  the	  same	   conditions,	   except	   without	   the	   addition	   of	   Superscript	   III	   (-­‐RT).	   Synthesised	  cDNA	   was	   diluted	   10	   times	   in	   RNase-­‐free	   water	   and	   stored	   at	   -­‐20˚C,	   before	  subsequent	  use	  for	  qPCR.	  	  	  
Quantitative	  real-­‐time	  PCR	  (qPCR)	  	  qPCR	  was	  performed	  by	  preparing	  a	  10	  μL	  reaction	  mix	  containing	  5	  μL	  SYBR	  Green	  PCR	  Master	  Mix	  (Applied	  	  Biosystems),	  2	  μL	  of	  forward	  and	  reverse	  qPCR	  primers	  at	  2	  μM	  concentration	  (Table	  2.2),	  1	  μL	  of	  RNase-­‐free	  water,	  and	  2	  μL	  of	  1	  in	  10	  diluted	  cDNA.	   All	   samples	  were	   run	   in	   triplicate	   in	   a	   384-­‐well	   plate	   (Invitrogen).	   The	   –RT	  sample,	  and	  a	  no-­‐template	  control	  using	  water	  instead	  of	  cDNA	  template	  were	  run	  as	  negative	  controls	  in	  all	  experiments.	  Relative	  mRNA	  levels	  for	  individual	  genes	  were	  determined	   using	   the	   ΔCt	   method,	   with	   hypoxanthine-­‐guanine	  phosphoribosyltransferase	   (HPRT)	   used	   as	   the	   reference	   gene.	   To	   do	   so,	   the	  following	  equation,	  recommended	  by	  Applied	  Biosystems,	  was	  used:	  
 gene/hprt	  =	  2-­‐ΔCt;	  where	  ΔCt	  =	  geneCt	  –	  hprtCt	  (the	  difference	  in	  cycle	  thresholds)	  	  	  	  	  	  SD	  =	  2-­‐ΔCt	  -­‐	  2-­‐x;	  where	  x	  =	  ΔCt	  +	  SQRT	  (SDgene2	  +	  SDhprt2)	  	  
2.2.10.	  Enzyme-­‐linked	  immunosorbent	  assays	  Levels	   of	   IL-­‐6,	   TNFα,	   CCL20,	   CXCL13	   and	   IL-­‐1β	   cytokines	   were	   quantified	   by	  performing	   enzyme-­‐linked	   immunosorbent	   assays	   (ELISA)	   on	   supernatants	  harvested	   at	   the	   indicated	   timepoints.	   Plates	   were	   centrifuged	   at	   ~500	   g	   for	   5	  minutes	   to	  pellet	   cells	  before	   supernatants	  were	  harvested	   for	  ELISA.	  Protocols	   for	  detection	  of	  each	  cytokine	  by	  ELISA	  are	  detailed	  below.	  
Materials	  and	  Methods	  
	   58	  	  
	  
ELISAs	  IL-­‐6	  ELISAs	  were	  conducted	  using	  paired	  antibodies	  from	  BD	  Bioscience	  (Table	  2.2).	  96	  well	  maxisorp	  plates	  (Thermo	  Scientific)	  were	  coated	  with	  capture	  antibody	  (50	  μL/well)	  diluted	  in	  0.1	  M	  NaHCO3	  then	  incubated	  overnight	  at	  4˚C.	  On	  the	  following	  day,	  plates	  were	  washed	  twice	  with	  PBST	  (PBS/0.05%	  Tween-­‐20),	  then	  blocked	  with	  200	  μL	  blocking	  buffer	  (10%	  FCS/PBS)	   for	  at	   least	  1	  h	  at	  37˚C.	  Plates	  were	  washed	  twice	  with	  PBST	  then	  50	  μL	  of	  sample	  or	  cytokine	  standards	  were	  added	  and	  plates	  were	   incubated	   overnight	   at	   4˚C.	   The	   next	   day,	   plates	   were	   washed	   5	   times	   and	  detection	  antibody	  was	  added	  (50	  μL/well	  diluted	  in	  10%	  FCS/PBS).	  Plates	  were	  then	  incubated	  for	  2	  h	  at	  room	  temperature,	  washed	  6	  times	  with	  PBST,	  then	  extra-­‐avidin	  peroxidase	  (Sigma	  Aldrich)	  diluted	  1:1000	  in	  10%	  FCS/PBS	  was	  added	  (50	  μL/well)	  and	   plates	   were	   incubated	   at	   room	   temperature	   for	   30	  minutes.	   Plates	   were	   then	  washed	  6	  times	  with	  PBST,	  after	  which	  100	  µL/well	  TMB	  substrate	  (Sigma	  Aldrich)	  was	  added	  and	  plates	  were	  incubated	  at	  room	  temperature	  in	  the	  dark.	  Once	  colour	  had	   developed	   in	   positive	   wells,	   reactions	  were	   stopped	   by	   adding	   2	  M	   H2SO4	  (50	  μL/well).	  Absorbance	  was	  read	  at	  450	  nm	  using	  a	  Powerwave	  XS	  Spectrophotometer	  and	  sample	  concentrations	  were	  extrapolated	  using	  a	  quadratic	  curve	  generated	  from	  the	   absorbance	   values	   obtained	   from	   the	   standards.	   ELISA	   to	   detect	   TNFα,	   CCL20,	  CXCL13	   and	   IL-­‐1β	   cytokines	   were	   conducted	   according	   to	   the	   manufacturer’s	  protocols	  using	  the	  kits	  and	  antibodies	  as	  detailed	  in	  Table	  2.2.	  	  
2.2.11.	  Inflammasome	  activation	  assays	  To	  assess	   inflammasome	  activation,	  HMDM	  or	  PMA-­‐differentiated	  THP-­‐1	  cells	  were	  plated	  out	  the	  day	  prior	  to	  the	  experiment	  at	  2x105	  cells	  per	  well	  in	  1	  mL	  of	  complete	  media.	  The	  next	  day,	  cells	  were	  treated	  with	  100	  ng/mL	  LPS	  for	  4	  h	  then	  triggered	  for	  3	   h	   with	   various	   inflammasome-­‐activating	   stimuli.	   For	   NLRP3	   inflammasome	  activation,	   10	   μM	   nigericin	   or	   5	   mM	   ATP	   was	   added	   to	   the	   media.	   For	   NLRC4	  inflammasome	   activation,	  S.	  Typhimurium	  was	   grown	  overnight,	   then	   an	   aliquot	   of	  the	  overnight	  culture	  was	  diluted	  1/40	  and	  grown	  for	  ~3	  h	  to	  ensure	  bacteria	  were	  in	  logarithmic	   growth	   phase.	   Concentration	   of	   log	   phase	   S.	   Typhimurium	   was	  determined	  using	  1	  AU600nm	  =	  1x109	  cfu/mL	  and	  infection	  was	  conducted	  as	  detailed	  in	  Section	  2.2.5.	  Following	  infection,	  plates	  containing	  cells	  were	  centrifuged	  at	  700	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g	   for	   10	   minutes.	   Gentamicin	   exclusion	   was	   conducted	   by	   adding	   50	   μg/mL	  gentamicin	   at	   30	  minutes	   post-­‐infection.	   Cells	   were	   incubated	   for	   a	   total	   of	   3	   h	   of	  infection.	  Plates	  were	   then	  centrifuged	  at	  700	  g	   for	  10	  minutes,	  prior	   to	  harvesting	  cell	  culture	  supernatants.	  	  
2.2.12.	  Western	  Blotting	  
Preparation	  of	  cell	  lysates	  Cells	  were	  rinsed	  with	  PBS,	  then	  lysed	  in	  RIPA	  buffer	  (Table	  2.5),	  supplemented	  with	  1	   x	  protease	   inhibitors	   (Roche	  Life	   Science)	   and	  1	   x	  phosphatase	   inhibitors	   (Table	  
2.5).	  Lysates	  were	  harvested	  by	  scraping	  with	  a	  cell	  scraper,	   then	  homogenising	  by	  syringing	   with	   a	   21-­‐gauge	   needle	   and	   a	   1	   mL	   syringe,	   after	   which	   samples	   were	  stored	   at	   -­‐20˚C.	   Protein	   concentrations	   were	   determined	   by	   BCA	   assay	   (Pierce),	  according	  to	  the	  manufacturer’s	  instructions.	  	  	  
Immunoblotting	  Approximately	   5-­‐10	   μg	   of	   protein	  were	   diluted	   in	   4X	  NuPAGE®	   LDS	   Sample	  Buffer	  and	  10X	  NuPAGE®	  Sample	  Reducing	  Agent,	  boiled	  at	  100˚C	  for	  10	  minutes,	  then	  used	  for	   immunoblotting.	   Samples	  were	   loaded	   onto	   pre-­‐cast	   4-­‐20%	  gradient	   SDS-­‐PAGE	  gels	   (Bio-­‐Rad)	  or	  pre-­‐cast	  4-­‐12%	  Bis-­‐Tris	  NuPAGE	  gels	   (Invitrogen),	   and	   separated	  by	  electrophoresis.	  Gels	  were	  then	  transferred	  onto	  nitrocellulose	  membranes	  (Bio-­‐Rad)	  using	  a	  semi-­‐dry	  transfer	  method,	  after	  which	  membranes	  were	  blocked	  for	  30	  minutes	   to	   1	   h	   at	   room	   temperature,	   or	   overnight	   at	   4˚C,	   in	   blocking	   buffer	   (5%	  BSA/Tris-­‐buffered	  saline	  containing	  0.05%	  v/v	  Tween-­‐20	  (TBST)).	  Membranes	  were	  probed	   using	   antibodies	   detailed	   in	   Table	   2.2	   by	   incubation	   overnight	   at	   4˚C	   for	  primary	   antibodies	   or	   2	   h	   at	   4˚C	   for	   secondary	   antibodies.	   Membranes	   were	  developed	   using	   ECL	   reagent	   (Amersham	   ECL	   Plus,	   GE	   Healthcare),	   followed	   by	  exposure	  to	  X-­‐ray	  film	  (Fuji	  Film),	  according	  to	  the	  manufacturer’s	  protocol.	  	  
Reprobing	  blots	  Following	   development	   of	   blots,	   nitrocellulose	   membranes	   were	   coated	   with	   30%	  H202	  and	  incubated	  at	  37˚C	  for	  40	  minutes	  to	  inactivate	  HRP.	  Blots	  were	  then	  washed	  thrice	  in	  TBST	  and	  blocked	  with	  5%	  BSA/TBST	  for	  30	  minutes	  at	  room	  temperature,	  or	  4˚C	  overnight,	  before	   incubation	  with	  a	  different	  primary	  antibody	  as	  previously	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described.	  Where	  possible,	   primary	   antibodies	  were	   alternated	   in	   order	   to	   prevent	  subsequent	  probing	  with	  antibodies	  raised	  in	  the	  same	  species.	  	  	  
Quantification	  of	  immunoblots	  	  To	   quantify	   relative	   protein	   levels,	   blots	   were	   imaged	   using	   the	   ChemiDocTM	  MP	  System.	   Volume	   intensity,	   adjusted	   for	   background,	   was	   measured	   using	   BioRad	  ImageLab	   software	   for	   the	   desired	   protein	   bands	   and	  was	   normalised	   against	   the	  adjusted	   volume	   intensity	   of	   GAPDH	   or	   ASC	   protein,	   obtained	   after	   reprobing	   the	  same	  blot.	  	  	  
2.2.13.	  Flow	  Cytometry	  
RAW-­‐ELAM	  assays	  as	  a	  read-­‐out	  for	  NFκB	  activation	  RAW264.7	   ELAM	   cells	  were	   plated	   in	   complete	  media	   (Table	   2.4)	   at	   a	   density	   of	  1x106	  cells/well	  in	  1	  mL	  complete	  media	  in	  6	  well	  plates,	  and	  were	  grown	  overnight.	  On	  the	  following	  day,	  cells	  were	  treated	  with	  10	  ng/mL	  LPS,	  with	  or	  without	  either	  30	  nM	  C5a	  and	  1	  μM	  3D53	  or	  both,	  or	  were	  left	  untreated,	  for	  6	  h.	  Cells	  were	  then	  washed	  with	  PBS	  and	  harvested	   in	  LIFT	  buffer	  by	   syringing	  with	  a	  blunt	   edge	  18-­‐gauge	  needle	  and	  5	  mL	  syringe,	  then	  filtered	  into	  a	  FACs	  tube	  (Corning)	  with	  a	  35	  μM	  strainer	   cap	   in	   order	   to	   prevent	   cell	   clumping.	   FACs	   analysis	   was	   conducted	   by	  measuring	  GFP	  mean	   fluorescence	   intensity	  using	  a	  FACS	  Canto	   II	  Flow	  Cytometer	  (BD	  Bioscience).	  Data	  was	  analysed	  using	  FlowJo	  7.6.5	  software	  (Tree	  Star).	  	  	  
Quantification	  of	  phagocytosis	  HMDM	  were	  plated	  overnight	  at	  5x105	  cells/well	  in	  a	  6	  well	  plate	  in	  500	  μL	  complete	  media.	  The	  next	  day	  Cytochalasin	  D	  (Life	  Technologies)	  was	  added	  at	  10	  μM	  per	  well	  as	   a	   positive	   control	   for	   phagocytosis	   inhibition	   and	   cells	   were	   incubated	   for	   30	  minutes	  at	  37˚C.	  Alternatively,	  cells	  were	  treated	  as	  indicated	  in	  specific	  figures.	  Cells	  were	   then	   treated	   with	   100	   μg	   pHrodo	   Green	   E.	   coli	   BioParticles®	   Conjugate	  (Invitrogen)	   for	   1.5	   h.	   Cells	   were	   harvested	   as	   previously	   described	   and	   FACS	  analysis	  of	  GFP	  median	  fluorescence	  intensity	  was	  conducted.	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Quantification	  of	  mitochondrial	  ROS	  HMDM	  were	  plated	  overnight	  at	  4x105	  cells/well	  in	  a	  24	  well	  plate	  in	  1	  mL	  P/S-­‐free	  media.	  On	  the	  following	  day,	  cells	  were	  treated	  with	  HDACi	  at	  the	  same	  time	  as	  they	  were	  infected	  with	  S.	  Typhimurium	  at	  MOI	  100,	  as	  described	  in	  Section	  2.2.5.	  HDACi	  was	  re-­‐added	  to	  the	  media	  following	  the	  second	  gentamicin	  exclusion	  wash.	  After	  6	  h	   of	   infection,	   cells	   were	   washed	   twice	   with	   PBS	   and	   5	   μM	   MitoSOXTM	   Red	  Mitochondrial	  Superoxide	  Indicator	  (Life	  Technologies)	  was	  added	  in	  1	  mL	  of	  LIFT	  buffer.	  Cells	  were	   incubated	  for	  10	  minutes	  at	  37˚C.	  Cells	  were	  then	  harvested	  and	  FACs	   analysis	   was	   conducted	   as	   previously	   described	   by	   measuring	   median	  fluorescence	  intensity	  at	  excitation	  wavelength	  of	  510	  nm	  and	  emission	  at	  580	  nm.	  Comparison	  of	   fluorescence	   from	  live	  cells	  versus	  dead	  cells	  as	  stained	  by	  SYTOX®	  Blue	  Dead	  Cell	  Stain	  (Life	  Technologies)	  was	  also	  conducted	   for	  some	  experiments	  by	   staining	   cells	   with	   1	   μM	   SYTOX®	   Blue	   nucleic	   acid	   stain	   (Excitation/Emission	  wavelength	  of	  444	  nm/480	  nm)	  immediately	  prior	  to	  FACS	  analysis,	  then	  comparing	  median	   fluorescence	   at	   580	   nm	   with	   or	   without	   exclusion	   of	   cells	   stained	   with	  SYTOX®	  Blue.	  	  
2.2.14.	  Statistical	  analysis	  Statistical	   analysis	   was	   performed	   using	   Prism	   6	   software	   (Graphpad)	   for	   data	  combined	   from	   3	   or	   more	   independent	   experiments,	   with	   error	   bars	   indicating	  standard	  error	  of	  the	  mean.	  For	  data	  sets	  with	  at	  least	  3	  variables,	  a	  one-­‐way	  ANOVA	  analysis	  was	  performed,	   followed	  by	  Dunnett’s	  multiple	   comparison	   test.	  Data	  with	  confidence	   values	   of	   95%	   and	   beyond	   (p<0.05)	   were	   considered	   statistically	  significant.	   To	   compare	   two	   data	   points,	   significance	   was	   calculated	   using	   a	   two-­‐tailed	  unpaired	  t-­‐test	  using	  data	  combined	  from	  3	  or	  more	  independent	  experiments,	  In	   some	   figures,	   data	   is	   shown	   from	   representative	   experiments,	   and	   statistical	  analysis	   was	   not	   performed	   on	   these	   data.	   In	   these	   cases,	   error	   bars	   for	  representative	   experiments	   indicate	   range	   to	   provide	   an	   indication	   of	   variance	  between	  replicates	  within	  individual	  experiments.	  	  
2.2.15.	  Standard	  Solutions	  Standard	  solutions	  with	  corresponding	  components	  to	  make	  up	  the	  solutions	  are	  described	  in	  detail	  in	  Appendix	  2.
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3.1.	  	   Introduction	  As	   discussed	   in	   Chapter	   1,	   species	   differences	   in	   innate	   immunity	   have	   been	  observed	  with	  PRR	  gene	  repertoires	  and	  PRR-­‐regulated	  gene	  expression.	  Therefore,	  studying	   innate	   immune	   responses	   uniquely	   regulated	   in	   human	   macrophages	   in	  comparison	  to	  mouse	  macrophages	  can	  provide	  insights	  into	  human-­‐specific	  immune	  mechanisms	   that	   are	  not	  present	  or	   activated	   in	  mice,	  which	  are	   a	   commonly	  used	  model	  organism	  for	  immunological	  research.	  It	  was	  hypothesised	  that	  genes	  that	  are	  specifically	   TLR4-­‐regulated	   in	   human	   macrophages	   may	   be	   important	   for	   human	  macrophage	   antimicrobial	   and	   inflammatory	   responses	   against	   Gram-­‐negative	  bacterial	  pathogens.	  A	  previous	  expression	  profiling	  study	  from	  this	  laboratory,	  using	  a	  custom	  microarray	  to	  compare	  LPS-­‐regulated	  gene	  expression	  in	  human	  and	  mouse	  primary	  macrophages,	   found	  that	   the	  broad	  majority	  of	  TLR4-­‐regulated	  genes	  were	  similarly	  regulated	  between	  the	  species.	  However,	  approximately	  24%	  of	  orthologues	  showed	  divergent	  regulation	  (Schroder	  et	  al.,	  2012a).	  	  	  The	   aim	   of	   this	   chapter	   was	   to	   select	   candidate	   LPS-­‐regulated	   genes	   that	   were	  identified	   in	   the	   expression	   profiling	   study	   to	   be	   divergently	   regulated	   in	   human	  versus	  mouse	  macrophages,	  validate	  the	  expression	  of	  those	  genes,	  and	  then	  conduct	  screening	  for	  potential	  roles	  in	  macrophage	  antimicrobial	  or	  inflammatory	  functions	  through	   functional	   analysis.	   Candidate	   genes	   were	   knocked	   down	   in	   macrophages	  and	   effects	   on	   intracellular	   survival	   of	   S.	   Typhimurium	   and	   E.	   coli,	   inflammatory	  cytokine	   secretion	   and	   inflammasome	  activation	  were	   analysed	   to	   select	   individual	  genes	  for	  further	  study	  to	  determine	  the	  mechanisms	  involved.	  	  Candidate	  genes	  were	  chosen	  based	  on	  “human-­‐specific”	  regulation	  by	  LPS	  as	  well	  as	  for	  novelty	  and	  biological	  function	  of	  the	  genes	  in	  the	  context	  of	  immunity	  (if	  known).	  These	  genes	  were	  also	  analysed	  with	  Ingenuity	  Pathway	  Analysis	  for	  association	  with	  immune	   pathways,	   and	   autoimmune	   and	   inflammatory	   disease	   conditions.	   Among	  the	   genes	   chosen	   were	   those	   encoding	   ion	   transporters	   (SLC41A2),	   novel	  transmembrane	   proteins	   (TMEM140	   and	   NKG7),	   and	   potential	   signalling	   or	  transcriptional	   regulators	   (RNF144B,	   BATF3	   and	   G0S2).	   Ion	   transporters	   were	  considered	   as	   ion	   flux	   has	   been	   increasingly	   linked	   to	   macrophage	   antimicrobial	  pathways.	   For	   example,	   regulated	   copper	   trafficking	   contributes	   to	   macrophage	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killing	  of	  E.	  coli	  and	  S.	  Typhimurium	  (Achard	  et	  al.,	  2012;	  Stafford	  et	  al.,	  2013;	  White	  et	   al.,	   2009).	  The	   transmembrane	  protein,	  NKG7	   is	   present	   in	   cytotoxic	   granules	  of	  natural	   killer	   cells	   and	  T	   cells	   (Medley	   et	   al.,	   1996b).	   It	   contains	   4	   transmembrane	  domains,	  as	  does	  the	  novel	  transmembrane	  protein	  encoded	  by	  TMEM140.	  Therefore	  these	  genes	  were	  of	  interest	  as	  they	  contain	  a	  common	  structure,	  suggesting	  that	  they	  may	  participate	  in	  a	  common	  pathway.	  The	  genes	  RNF144B,	  BATF3	  and	  G0S2	  had	  not	  been	   linked	  to	  TLR	  responses	  or	  antimicrobial	  responses	   in	  macrophages	  and	  were	  selected	   based	   on	   novelty	   and	   potential	   functions	   as	   signalling	   or	   transcriptional	  regulators.	  G0S2	   and	  RNF144B	  were	  also	  selected	  because	  of	   links	   to	  mitochondrial	  function,	   which	   has	   been	   of	   increasing	   interest	   in	   the	   context	   of	   macrophage	  antimicrobial	   pathways	   (Benard	   et	   al.,	   2010;	  Welch	   et	   al.,	   2009;	  West	   et	   al.,	   2011;	  Wiese	  et	  al.,	  2012).	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Table	   3.1:	   Candidate	   LPS-­‐regulated	   genes	   chosen	   for	   expression	   analysis	   and	  
their	  known	  functions.	  	  	  
	  
Gene	  
Known	  
Function	  
Rationale	  for	  selection	   References	  RNF144B	  (PIR2/IBDC2/	  p53RFP)	   E3	  ubiquitin	  ligase	  
Potential	  role	  in	  signalling,	  links	  to	  mitochondria	  and	  apoptosis	  
(Benard	  et	  al.,	  2010;	  Ng	  et	  al.,	  2003)	  
SLC41A2	  	  
Plasma	  membrane	  magnesium	  transporter	   Magnesium	  transporter	  
(Goytain	  and	  Quamme,	  2005)	  
TMEM140	   Transmembrane	  proteins	  
NKG7	  linked	  to	  cytotoxic	  granules	  in	  NK	  and	  T	  cells,	  and	  both	  genes	  have	  related	  structures	  
(Ota	  et	  al.,	  2004;	  Scherer	  et	  al.,	  2003)	  NKG7	  (GMP-­‐17/p15-­‐TIA-­‐1/GIG-­‐1	  	  (G-­‐CSF-­‐induced	  Gene	  1)	  Protein	  
(Turman	  et	  al.,	  1993)	  
BATF3/Jun	  dimerization	  protein	  1	  (JUNDM1)/JDP1/	  p21-­‐kDa	  small	  nuclear	  factor	  isolated	  from	  T-­‐cells	  p21	  (SNFT)	  
Basic	  leucine	  zipper	  transcription	  factor	  
Negative	  regulator	  of	  AP-­‐1	  mediated	  transcription	  by	  heterodimerising	  with	  c-­‐jun	  and	  binding	  to	  DNA-­‐response	  elements;	  a	  role	  in	  CD8α+	  dendritic	  cell	  mediated	  cross-­‐presentation	  
(Bower	  et	  al.,	  2004;	  Bower	  et	  al.,	  2002;	  Hildner	  et	  al.,	  2008;	  Iacobelli	  et	  al.,	  2000)	  
G0/G1	  switch	  2	  (G0S2)	   G0/G1	  switch	  regulatory	  protein	  2	  
Cell	  cycle	  regulator,	  retinoic	  acid	  and	  peroxisome-­‐proliferator-­‐activated	  receptor	  (PPAR)-­‐target	  gene;	  encodes	  a	  TNFα-­‐inducible	  pro-­‐apoptotic	  mitochondrial	  protein	  
(Kitareewan	  et	  al.,	  2008;	  Welch	  et	  al.,	  2009;	  Zandbergen	  et	  al.,	  2005)	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3.2.	  	   Results	  
3.2.1	  	   Species-­‐specific	   regulation	   of	   LPS	   target	   genes	   in	   human	   versus	   mouse	  
macrophages.	  The	   previously	   conducted	   expression	   profiling	   study	   (Schroder	   et	   al.,	   2012a)	  revealed	   differential	   LPS-­‐regulated	   expression	   of	   the	   candidate	   genes	   in	   human	  versus	   mouse	   macrophages	   (Figure	   3.1,	   http://www.macgate.qfab.org).	   Thus,	   gene	  expression	  of	  selected	  novel	  TLR4	  target	  genes	  was	  evaluated	  using	  primary	  HMDM,	  primary	   C57Bl/6	   mouse	   BMM	   and	   primary	   C57Bl/6	   TEPM.	   BMM	   and	   TEPM	   are	  distinct	  mouse	  macrophage	  populations	  with	  observable	  differences	  in	  LPS-­‐regulated	  gene	   expression	   (Lattin	   et	   al.,	   2008).	   Therefore	   genes	   were	   determined	   to	   be	  divergently	   regulated	   if	   LPS-­‐induced	   expression	   was	   divergent	   in	   human	  macrophages	   compared	   to	   both	   mouse	   macrophage	   populations,	   to	   ensure	   that	  differences	   were	   more	   likely	   to	   reflect	   true	   species	   differences	   (Schroder	   et	   al.,	  2012a).	  However,	  there	  was	  still	  a	  possibility	  that	  differential	  expression	  of	  the	  genes	  related	   to	   cell	   type-­‐specific	   differences,	   rather	   than	   species	   differences.	   Thus,	  expression	   analysis	   was	   expanded	   to	   compare	   LPS-­‐regulated	   gene	   expression	   in	  HMDM	  versus	  six	  distinct	  mouse	  macrophage	  populations	  (BMM	  from	  C57Bl/6	  and	  BALBc	   mice,	   TEPMs	   from	   C57Bl/6	   mice,	   BMM	   from	   C57Bl/6	   mice	   with	   overnight	  IFNγ	   priming,	   splenocytes,	   and	   the	   mouse	   macrophage	   cell	   line	   RAW264.7).	   The	  analysis	  was	  conducted	  with	  five	  of	  the	  candidate	  genes	  (RNF144B,	  TMEM140,	  NKG7,	  
BATF3	   and	  G0S2)	   (Figure	   3.2).	  Differential	  expression	  of	  SLC41A2	   across	   these	  cell	  populations	  was	  previously	  validated	  by	  Dr.	  Nilesh	  Bokil	  (Sweet	  Group,	  Institute	  for	  Molecular	   Bioscience,	   University	   of	   Queensland),	   and	   so	   was	   not	   included	   in	   the	  initial	  expression	  analysis	  undertaken	  here.	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Figure	   3.1:	   Representative	   profiles	   of	   LPS-­‐regulated	   expression	   of	   “human-­‐
specific”	   TLR4	   target	   genes	   in	   human	   versus	   mouse	   macrophages	   from	  
MacGate.	  	  Relative	   expression	   of	   human	   and	   mouse	   genes,	   (A)	   RNF144B,	   (B)	   TMEM140,	   (C)	  
NKG7,	  (D)	  BATF3	  and	  (E)	  G0S2,	  was	  determined	  by	  custom	  microarray	  in	  response	  to	  LPS	  over	   the	   indicated	   time	   course	   in	  HMDM	  and	   two	  primary	  mouse	  macrophage	  populations	   (BMM	   and	   TEPM	   from	   C57Bl/6	   mice).	   Data	   (mean+SEM)	   shows	   fold	  change	   relative	   to	   unstimulated	   controls	   and	   is	   combined	   from	   3-­‐4	   independent	  experiments.	   These	   data,	   extracted	   from	   the	  MacGate	   database,	   are	   derived	   from	   a	  previously	  published	  dataset	  (Schroder	  et	  al.,	  2012a).	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Figure	  3.2:	  qPCR	  analysis	  of	  LPS-­‐regulated	  expression	  of	  “human-­‐specific”	  TLR4	  
target	  genes	  in	  human	  versus	  mouse	  macrophages.	  	  Relative	  mRNA	   levels	   of	   human	  and	  mouse	   genes,	   (A)	  RNF144B,	   (B)	  TMEM140,	   (C)	  
NKG7,	  (D)	  BATF3	  and	  (E)	  G0S2,	  was	  determined	  by	  qPCR	  for	  the	  indicated	  number	  of	  biological	   replicate	   experiments	   across	   HMDM	   and	   various	  mouse	   cell	   populations	  (BMM	   from	   C57Bl/6	   mice,	   TEPM	   from	   C57Bl/6	   mice,	   mixed	   splenocytes,	   IFNγ-­‐primed	  BMM,	  BMM	   from	  BALB/c	  mice	   and	  RAW264.7	   cells).	  mRNA	   levels	   for	   each	  gene	  were	  analysed	  following	  treatment	  with	  10	  ng/mL	  LPS	  over	  the	  indicated	  time	  course.	  Data	  (mean+SEM)	  shows	  fold	  change	  relative	  to	  unstimulated	  controls	  and	  is	  combined	  from	  3-­‐5	   independent	  experiments	  (except	   for	  BALB/c	  RNA,	  where	  n	  =	  2	  and	  error	  bars	  indicate	  range).	  *P≤0.05;	  **P≤0.01;	  by	  one-­‐way	  Kruskal-­‐Wallis	  ANOVA	  followed	  by	  Bonferroni-­‐Dunn’s	  Multiple	  Comparison	  test.	  N.D	  indicates	  not	  detected.	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The	  five	  candidate	  genes	  showed	  robust	  up-­‐regulation	  in	  response	  to	  LPS	  in	  HMDM	  (Figure	   3.2),	  with	  broadly	  similar	  expression	  profiles	  as	   found	   through	   the	  custom	  microarray	  (Figure	  3.1).	  RNF144B,	  NKG7,	  and	  G0S2	  were	  not	  regulated	  or	  modestly	  regulated	   by	   LPS	   in	   all	   mouse	   macrophage	   populations	   examined.	   BATF3	   was	  upregulated	   in	   BALB/c	   BMM	   at	   24	   h	   in	   response	   to	   LPS,	   however	   showed	   low	  expression	   in	   all	   other	   mouse	   macrophage	   populations.	   TMEM140	   was	   down-­‐regulated	  at	  2	  h	  post	  LPS	  followed	  by	  modest	  up-­‐regulation	  in	  all	  mouse	  macrophage	  populations,	  except	  for	  IFNγ	  primed	  C57Bl/6	  BMM,	  which	  had	  almost	  equivalent	  up-­‐regulation	  of	  TMEM140	  as	   compared	   to	  HMDM.	  Although	   certain	   genes	   (NKG7	   and	  
G0S2)	  were	  not	  detectable	  in	  BMM,	  the	  efficacy	  of	  all	  gene	  primers	  was	  confirmed	  by	  performing	   qPCR	   on	  mixed	   human	   or	  mixed	  mouse	   cell	   populations	   alongside	   the	  analysis	   as	   positive	   controls.	   Hence,	   the	   analysis	   revealed	   that	   all	   genes	   were	  divergently	   regulated	   in	   HMDM	   versus	   TEPM	   and	   BMM,	   consistent	   with	   the	  microarray	   data.	   RNF144B,	   NKG7,	   and	   G0S2	   were	   not	   regulated	   in	   any	   mouse	  macrophage	  populations	  examined,	  suggesting	  that	  these	  particular	  genes	  were	  most	  likely	   to	   represent	  genes	  displaying	   true	  human	  versus	  mouse	  differences	   in	  TLR4-­‐regulated	  expression.	  	  	  Subsequently,	  functional	  analysis	  focused	  on	  the	  above	  three	  genes	  that	  showed	  most	  divergent	  regulation	  between	  human	  and	  mouse	  macrophages	  (RNF144B,	  NKG7	  and	  
G0S2).	   Genes	  were	   also	   selected	   for	   further	   analysis	   based	   on	   diversity	   of	   function	  (RNF144B	  and	  G0S2	  for	  potential	  roles	  in	  signalling	  and	  cell	  cycle	  regulation,	  NKG7	  as	  a	  novel	  transmembrane	  protein).	  SLC41A2	  was	  also	  included	  as	  a	  representative	  of	  an	  ion	   transport	   gene	   that	   was	   divergently	   regulated	   between	   human	   and	   mouse	  macrophages.	  	  
3.2.2.	  	   siRNA-­‐mediated	  knockdown	  of	  selected	  TLR4	  target	  genes	  does	  not	  impact	  
intracellular	   survival	   of	   E.	   coli	   or	   S.	   Typhimurium	   in	   primary	   human	  
macrophages	  The	   human-­‐specific	   expression	   of	   candidate	   novel	   genes	   in	   response	   to	   LPS	   as	  described	   above,	   suggested	   potentially	   important	   roles	   in	   human	   macrophage	  responses	   to	   Gram-­‐negative	   pathogens.	   Therefore	   the	   genes	   chosen	   for	   functional	  analysis,	   RNF144B,	   SLC41A2,	   NKG7	   and	   G0S2	   were	   analysed	   by	   conducting	   siRNA-­‐
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mediated	  gene	  knockdown	  in	  HMDM,	  followed	  by	  infection	  assays	  with	  E.	  coli	  and	  S.	  Typhimurium	   to	   examine	   intracellular	   survival.	   Experiments	   were	   conducted	   in	  HMDM	  as	  Dr.	  Nilesh	  Bokil	  had	  previously	  established	  the	  method	  of	  gene	  knockdown	  in	  HMDM	  using	  electroporation	  with	  siRNA.	  As	  primary	  human	  macrophages,	  HMDM	  are	   also	   functionally	   more	   relevant	   and	   representative	   of	   human	   macrophage	  responses	   in	   comparison	   to	   cell	   lines	   such	   as	   THP-­‐1,	   which	   are	   an	   immortalised	  monocytic	  cell	  line	  derived	  from	  an	  acute	  monocytic	  leukemia	  patient	  (Tsuchiya	  et	  al.,	  1980)	  and	  require	  stimulation	  with	  PMA	  for	  differentiation	  into	  macrophages.	  	  	  Initial	   experiments	   to	   optimise	   gene	   knockdown	   and	   subsequent	   infection	   assays	  were	   performed	   by	   varying	   the	   concentration	   of	   siRNA,	   time	   of	   infection	   following	  gene	  knockdown,	  and	  multiplicity	  of	  infection	  (MOI),	  or	  number	  of	  bacteria	  per	  cell,	  to	   allow	   for	   reliable	   assessment	   of	   bacterial	   loads.	   From	   these	   analyses,	  electroporation	  with	  0.25	  μM	  of	  pooled	  siRNA	  was	   found	  to	  be	  sufficient	   to	  achieve	  efficient	   knockdown	   of	  mRNA	   expression	   at	   basal	   and	   LPS-­‐inducible	   levels	   for	   the	  four	   genes	   (Figure	   3.3).	   Within	   the	   same	   experiments	   that	   had	   confirmed	   gene	  knockdown,	  HMDM	  were	  rested	  for	  6	  h	  following	  electroporation,	  then	  treated	  with	  10	  ng/mL	  LPS,	  or	  infected	  with	  either	  E.	  coli	  or	  S.	  Typhimurium	  at	  an	  MOI	  100	  for	  16	  h.	   This	   acute	   timepoint	   of	   6	   h	   post-­‐transfection	  with	   siRNAs	  was	   chosen	   to	   ensure	  that	   siRNAs	   would	   still	   be	   present	   at	   sufficient	   levels	   to	   suppress	   LPS-­‐inducible	  mRNA	   expression	   of	   target	   genes.	   The	   effect	   of	   gene	   knockdown	   on	   viability	   of	  bacterially-­‐infected	  HMDM	  was	  first	  assessed	  by	  examining	  LDH	  release	  into	  culture	  supernatants.	   This	   was	   because	   if	   cell	   viability	   was	   altered,	   then	   data	   would	   be	  difficult	   to	   interpret.	  By	  quantifying	  LDH	  levels	   in	   lysates	  of	  HMDM	  from	  within	  the	  same	   experiment,	   LDH	   release	   into	   culture	   supernatants	   was	   determined	   as	   a	  percentage.	   No	   negative	   impact	   on	   cell	   viability	   of	   infected	   HMDM	   was	   observed	  following	  gene	  knockdown	  (Figure	  3.4).	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Figure	  3.3:	   siRNA-­‐mediated	  knockdown	  of	  RNF144B,	  SLC41A2,	  NKG7	   and	  G0S2	  
in	  primary	  human	  macrophages.	  	  HMDM	  were	  electroporated	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  for	  (A)	  RNF144B,	  
(B)	  SLC41A2,	  (C),	  NKG7	  or	  (D)	  G0S2	  at	  a	  concentration	  of	  0.25	  µM.	  Cells	  were	  allowed	  to	  recover	  for	  6	  h,	  then	  treated	  with	  or	  without	  100	  ng/mL	  LPS	  for	  16	  h,	  after	  which	  time	   RNA	  was	   prepared	   and	   relative	  mRNA	   expression	   of	   the	   indicated	   genes	  was	  quantified	   by	   qPCR.	   Data	   (mean+SEM)	   shows	   fold	   change	   relative	   to	   unstimulated	  controls,	  combined	  from	  3	  independent	  experiments.	  *P≤0.05;	  **P≤0.01;	  by	  one-­‐way	  ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	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Figure	  3.4:	  Knockdown	  of	  RNF144B,	  SLC41A2,	  NKG7	  or	  G0S2,	  followed	  by	  E.	  coli	  
or	   S.	   Typhimurium,	   infection	   does	   not	   impact	   viability	   of	   primary	   human	  
macrophages.	  	  HMDM	  were	  electroporated	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  for	  the	  indicated	  genes,	   as	   per	   Figure	   3.3.	   After	   6	   h,	   cells	   were	   infected	   with	   (A)	   E.	   coli	   or	   (B)	   S.	  Typhimurium	  at	  MOI	  100,	  for	  16	  h.	  Cell	  death	  was	  assessed	  using	  LDH	  release	  assays	  of	   collected	   culture	   supernatants.	   Data	   (mean+SEM)	   are	   combined	   from	   3	  independent	  experiments.	  	  	  Intracellular	  survival	  of	  E.	  coli	  and	  S.	  Typhimurium	  was	  analysed	  at	  2	  and	  16	  h	  post-­‐infection	  by	  plating	  cell	  lysates	  and	  counting	  colony-­‐forming	  units	  (cfu)	  per	  millilitre	  (cfu/mL).	  Survival	  was	  assayed	  at	  2	  h	  post-­‐infection	  to	  determine	  the	  impact	  of	  gene	  knockdown	   on	   bacterial	   uptake	   and/or	   acute	   antimicrobial	   responses,	   and	   at	   16	   h	  post-­‐infection	   to	   examine	   effects	   on	   inducible	  macrophage	   antimicrobial	   functions.	  Intracellular	   survival	   of	   both	   E.	   coli	   and	   S.	   Typhimurium	   was	   reduced	   at	   16	   h	   in	  comparison	   to	   2	   h	   post-­‐infection	   in	   cells	  without	   gene	   knockdown,	   consistent	  with	  activation	  of	  macrophage	  antimicrobial	  responses	  to	  combat	  infection.	  In	  accordance	  with	   the	   ability	   of	   S.	   Typhimurium	   to	   subvert	   host	   antimicrobial	   mechanisms,	  intracellular	  survival	  of	  S.	  Typhimurium	  at	  16	  h	  post-­‐infection	  was	  higher	  than	  E.	  coli,	  which	   was	   more	   effectively	   cleared	   within	   HMDM.	   However,	   no	   difference	   in	  intracellular	  pathogen	  survival	  was	  seen	  at	  either	  2	  h	  or	  16	  h	  post-­‐infection	  in	  cells	  transfected	  with	  pooled	  siRNAs	  against	  the	  four	  genes	  examined,	  as	  compared	  to	  cells	  transfected	  with	  no	   siRNA	   (Figure	   3.5).	   These	   findings	   suggest	   that	   knockdown	  of	  the	   novel	   candidate	   genes	   had	   no	   effect	   on	   bacterial	   uptake	   and/or	   macrophage	  antimicrobial	  responses.	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Figure	   3.5:	   Knockdown	   of	  RNF144B,	   SLC41A2,	  NKG7	   or	  G0S2	   does	   not	   impact	  
intracellular	  survival	  of	  E.	  coli	  or	  S.	  Typhimurium	  within	  HMDM.	  	  HMDM	   cells	   were	   transfected	   with	   no	   siRNA,	   or	   with	   pooled	   siRNAs	   against	   each	  gene	   as	   labelled.	   Infection	  with	   (A)	   E.	   coli	  or	   (B)	   S.	  Typhimurium	   at	  MOI	   100	  was	  performed	  6	  h	  following	  siRNA	  transfection,	  and	  intracellular	  survival	  was	  assayed	  at	  2	   and	   16	   h	   post-­‐infection.	   Data	   (mean+SEM)	   are	   combined	   from	   3	   independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  the	  no	  siRNA	  control	  at	  2	  h.	  
(C)	  and	  (D)	  Representative	  experiments	  showing	  intracellular	  survival	  of	  E.	  coli	  (C)	  and	   S	   Typhimurium	   (D)	   as	   cfu/mL.	   Data	   (mean+range)	   show	   technical	   replicates	  from	  1	  experiment.	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3.2.3.	  	   Effect	   of	   siRNA-­‐mediated	   gene	   knockdown	   on	   cytokine	   and	   chemokine	  
release	  from	  primary	  human	  macrophages.	  To	  determine	  whether	  gene	  knockdown	  of	  the	  four	  candidate	  genes	  had	  an	  effect	  on	  inflammatory	   pathways,	   cytokine	   and	   chemokine	   levels	   were	   assessed	   using	  supernatants	   obtained	   from	   the	   experiments	   described	   above.	   Supernatants	   were	  collected	   at	   16	   h	   post-­‐treatment	  with	   LPS	   or	   post-­‐infection	  with	   either	  E.	  coli	   or	  S.	  Typhimurium	   and	   analysed	   by	   ELISA	   for	   levels	   of	   the	   cytokines	   IL-­‐6	   and	   TNFα,	   as	  well	  as	  the	  chemokines	  CCL20	  and	  CXCL13	  (Figure	  3.6	  to	  Figure	  3.9).	  IL-­‐6	  and	  TNFα	  cytokines	   were	   chosen	   as	   representatives	   of	   classical	   pro-­‐inflammatory	   cytokines	  released	  from	  macrophages,	  whilst	  the	  CCL20	  and	  CXCL13	  chemokines	  were	  chosen	  as	   these	   chemokines	   are	   LPS-­‐inducible	   in	   human	   macrophages	   but	   not	   in	   mouse	  macrophages	  (Schroder	  et	  al.,	  2012a).	  	  	  As	   expected,	   treatment	  with	   LPS	   or	   bacterial	   infection	   promoted	   secretion	   of	   IL-­‐6,	  TNFα,	   CCL20	   and	  CXCL13	   in	   comparison	   to	   unstimulated	   cells.	  Higher	   induction	  of	  cytokine	  and	  chemokine	  secretion	  was	  also	  observed	  when	  cell	  were	  infected	  with	  E.	  
coli,	   as	   compared	   to	   S.	  Typhimurium.	  However,	   siRNA-­‐mediated	   knockdown	   of	   the	  four	  genes	  had	  no	  consistent	  effect	  on	  inducible	  IL-­‐6,	  TNFα	  and	  CCL20	  secretion	  from	  HMDM.	   Knockdown	   of	   RNF144B	   modestly	   increased	   secreted	   CXCL13	   levels	   in	  HMDM	  treated	  with	  LPS	  or	  infected	  with	  E.	  coli	  (Figure	  3.9).	  This	  effect	  was	  observed	  in	   all	   three	   experiments	   conducted,	   however	   the	   effect	   was	   not	   statistically	  significant.	  This	  may	  relate	  to	  donor-­‐to-­‐donor	  variation	  in	  the	  magnitude	  of	  the	  effect	  on	  CXCL13	  secretion.	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Figure	   3.6:	   Knockdown	   of	  RNF144B,	   SLC41A2,	  NKG7	   or	  G0S2	   does	   not	   impact	  
inducible	  IL-­‐6	  secretion	  from	  HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	   Treatment	   with	   100	   ng/mL	   LPS	   (A,	   C)	   or	   infection	   with	   E.	   coli	   or	   S.	  Typhimurium	   at	  MOI	   100	   (B,	   D)	  was	   performed	   6	   h	   following	   siRNA	   transfection.	  Supernatants	   were	   harvested	   16	   h	   post-­‐treatment	   or	   –infection,	   and	   IL-­‐6	  concentrations	   were	   determined	   by	   ELISA.	   (A)	   and	   (B)	   Data	   (mean+SEM)	   are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  the	  no	  siRNA	  control	   for	  LPS	  treatment	  (A)	  or	   the	  no	  siRNA	  control	   for	   infection	  with	  S.	  Typhimurium	  (B).	  (C)	  and	  (D)	  Representative	  experiments	  showing	  secreted	  IL-­‐6	   levels	   in	   ng/mL,	   following	   LPS	   treatment	   or	   bacterial	   infection.	   Data	  (mean+range)	   show	   technical	   replicates	   from	   1	   experiment.	   N.D	   indicates	   not	  detected.	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Figure	   3.7:	   Knockdown	   of	  RNF144B,	   SLC41A2,	  NKG7	   or	  G0S2	   does	   not	   impact	  
inducible	  TNFα	  secretion	  from	  HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	   Treatment	   with	   100	   ng/mL	   LPS	   (A,	   C)	   or	   infection	   with	   E.	   coli	   or	   S.	  Typhimurium	   at	  MOI	   100	   (B,	   D)	  was	   performed	   6	   h	   following	   siRNA	   transfection.	  Supernatants	   were	   harvested	   16	   h	   post-­‐treatment	   or	   –infection,	   and	   TNFα	  concentrations	   were	   determined	   by	   ELISA.	   (A)	   and	   (B)	   Data	   (mean+SEM)	   are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  no	  siRNA	  control	  for	  LPS	  treatment	  (A)	  or	  the	  no	  siRNA	  control	  for	  infection	  with	  S.	  Typhimurium	  (B).	  (C)	  and	  (D)	  Representative	  experiments	  showing	  secreted	  TNFα	  levels	   in	  ng/mL,	   following	  LPS	   treatment	  or	  bacterial	   infection.	  Data	   (mean+range)	  show	  technical	  replicates	  from	  1	  experiment.	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Figure	   3.8:	   Knockdown	   of	  RNF144B,	   SLC41A2,	  NKG7	   or	  G0S2	   does	   not	   impact	  
inducible	  CCL20	  secretion	  from	  HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	   Treatment	   with	   100	   ng/mL	   LPS	   (A,	   C)	   or	   infection	   with	   E.	   coli	   or	   S.	  Typhimurium	   at	  MOI	   100	   (B,	   D)	  was	   performed	   6	   h	   following	   siRNA	   transfection.	  Supernatants	   were	   harvested	   16	   h	   post-­‐treatment	   or	   –infection,	   and	   CCL20	  concentrations	   were	   determined	   by	   ELISA.	   (A)	   and	   (B)	   Data	   (mean+SEM)	   are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  no	  siRNA	  control	  for	  LPS	  treatment	  (A)	  or	  the	  no	  siRNA	  control	  for	  infection	  with	  S.	  Typhimurium	  (B).	  (C)	  and	  (D)	  Representative	  experiments	  showing	  secreted	  CCL20	  levels	   in	  ng/mL,	   following	  LPS	   treatment	  or	  bacterial	   infection.	  Data	   (mean+range)	  show	  technical	  replicates	  from	  1	  experiment.	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Figure	   3.9:	   Knockdown	   of	   RNF144B	   modestly	   increases	   LPS-­‐	   and	   E.	   coli-­‐
inducible	  CXCL13	  secretion	  from	  HMDM.	  HMDM	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	   Treatment	   with	   100	   ng/mL	   LPS	   (A,	   C)	   or	   infection	   with	   E.	   coli	   or	   S.	  Typhimurium	   at	  MOI	   100	   (B,	   D)	  was	   performed	   6	   h	   following	   siRNA	   transfection.	  Supernatants	   were	   harvested	   16	   h	   post-­‐treatment	   or	   –infection,	   and	   CXCL13	  concentrations	   were	   determined	   by	   ELISA.	   (A)	   and	   (B)	   Data	   (mean+SEM)	   are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  no	  siRNA	  control	  for	  LPS	  treatment	  (A)	  or	  the	  no	  siRNA	  control	  for	  infection	  with	  S.	  Typhimurium	  (B).	  (C)	  and	  (D)	  Representative	  experiments	  showing	  secreted	  CXCL13	  levels	   in	  ng/mL,	   following	  LPS	   treatment	  or	  bacterial	   infection.	  Data	   (mean+range)	  show	  technical	  replicates	  from	  1	  experiment.	  N.D	  indicates	  not	  detected.	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3.2.4.	  	   Silencing	   of	   RNF144B	   expression	   attenuates	   NLRP3-­‐mediated	  
inflammasome	  responses	  in	  human	  primary	  macrophages.	  As	   inflammasome	   responses	   are	   an	   important	   component	   of	   antimicrobial	   activity,	  potential	   roles	   for	   the	   four	   candidate	   genes	   in	   inflammasome	   activation	  were	   next	  investigated.	   Stimulation	   of	   the	   NLRP3	   inflammasome	   was	   chosen	   for	   preliminary	  assays	   on	   effects	   of	   gene	   knockdown	   on	   inflammasome	   responses	   since	   it	   is	   a	  commonly	  studied	  inflammasome	  with	  well-­‐established	  readouts	  for	  activation,	  such	  as	  secretion	  of	  IL-­‐1β	  and	  activation	  of	  pyroptosis.	  Gene	  knockdown	  was	  conducted	  in	  HMDM	  as	  described	  previously.	   In	  addition	  to	  the	   four	  candidate	  genes,	  NLRP3	  was	  knocked	  down	  as	  a	  positive	  control	  for	  attenuation	  of	  inflammasome	  activation.	  24	  h	  post-­‐electroporation	   with	   siRNA,	   HMDM	  were	   primed	   with	   10	   ng/mL	   LPS	   for	   4	   h	  then	   treated	   with	   10	   μM	   nigericin	   for	   3	   h	   to	   activate	   the	   NLRP3	   inflammasome.	  Supernatants	  were	  collected	  for	  analysis	  of	  IL-­‐1β	  cytokine	  secretion	  as	  an	  indication	  of	   NLRP3	   inflammasome	   activation.	   Levels	   of	   IL-­‐6	   and	   TNFα	   cytokines	   were	   also	  analysed	  as	  positive	  controls	  for	  HMDM	  responses	  towards	  LPS	  priming.	  LDH	  assays	  were	  conducted	  with	  collected	  supernatants	  to	  analyse	  effect	  of	  gene	  knockdown	  on	  activation	  of	  pyroptosis	  downstream	  of	  NLRP3	  inflammasome	  activation.	  	  Gene	   knockdown	   of	   RNF144B	   was	   found	   to	   significantly	   reduce	   IL-­‐1β	   cytokine	  release	   in	   HMDM,	  while	   knockdown	   of	   SLC41A2,	  NKG7	   and	  G0S2	   had	   no	   effect.	   As	  expected,	   NLRP3	   knockdown	   also	   significantly	   reduced	   IL-­‐1β	   cytokine	   release	  (Figure	   3.10).	   There	  was	  no	   effect	   of	   gene	   knockdown	  on	   levels	   of	   IL-­‐6	   and	  TNFα	  cytokine	  secretion,	  supporting	  results	  described	  above	  that	  show	  that	  knockdown	  of	  these	   genes	   do	   not	   affect	   LPS	   responses	   in	   HMDM.	   As	   expected,	   NLRP3	   gene	  knockdown	  reduced	  pyroptosis	  as	  seen	  by	  LDH	  release	  (Figure	  3.11).	  Knockdown	  of	  
RNF144B	  also	  resulted	   in	  a	  slight	  (but	  not	  statistically	  significant)	  reduction	   in	  LDH	  release	   indicating	   that	  RNF144B	  knockdown	  may	  attenuate	  pyroptosis	  downstream	  of	  NLRP3	  inflammasome	  activation.	  However,	  electroporation	  of	  cells	  was	  observed	  to	  interfere	  with	  LDH	  release	  assays	  (low	  LDH	  levels,	  as	  compared	  to	  untransfected	  cells),	  thus	  compromising	  interpretation	  of	  these	  assays	  of	  pyroptotic	  cell	  death.	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Figure	  3.10:	  Knockdown	  of	  RNF144B	   reduces	   IL-­‐1β	  secretion	   following	  NLRP3	  
inflammasome	  activation	  in	  HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	  24	  h	   following	  siRNA	   transfection,	   cells	  were	  primed	  with	  100	  ng/mL	  LPS	  for	   4	   h,	   then	   treated	   with	   10	   μM	   nigericin	   for	   3	   h	   to	   activate	   the	   NLRP3	  inflammasome.	  Supernatants	  were	  harvested	  and	  analysed	  for	  levels	  of	  secreted	  (A)	  IL-­‐1β,	   (B)	   TNFα	   and	   (C)	   IL-­‐6	   by	   ELISA.	   Data	   (mean+SEM)	   are	   combined	   from	   4	  independent	   experiments,	   and	   are	   presented	   as	   fold	   change	   relative	   to	   no	   siRNA	  control	  in	  cells	  treated	  with	  LPS	  and	  nigericin.	  *P≤0.05;	  **P≤0.01;	  by	  one-­‐way	  ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	  N.D	  indicates	  not	  detected.	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Figure	  3.11:	  Knockdown	  of	  RNF144B	  may	  attenuate	  pyroptosis	  following	  NLRP3	  
inflammasome	  activation	  in	  HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	  24	  h	   following	  siRNA	   transfection,	   cells	  were	  primed	  with	  100	  ng/mL	  LPS	  for	   4	   h	   then	   treated	   with	   10	   μM	   nigericin	   for	   3	   h	   to	   activate	   the	   NLRP3	  inflammasome.	   Supernatants	   were	   harvested	   and	   analysed	   for	   LDH	   release	  (calculated	   as	   a	   percentage	   of	   total	   cellular	   LDH).	   Data	   (mean+SEM)	   are	   combined	  from	   4	   independent	   experiments,	   and	   are	   presented	   as	   fold	   change	   relative	   to	   no	  siRNA	  control	  in	  cells	  treated	  with	  LPS	  and	  nigericin.	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3.2.5.	  	   LPS	   and	   S.	   Typhimurium-­‐regulated	   expression	   of	   RNF144B	   in	   PMA-­‐
differentiated	  THP-­‐1	  cells	  	  Given	   that	   RNF144B	   knockdown	   was	   affecting	   NLRP3	   inflammasome	   activation	   in	  HMDM,	   the	   analysis	  was	   expanded	   to	   look	   at	   the	   role	   of	  RNF144B	   in	   other	   human	  macrophage	   cell	   types	   to	   confirm	   that	   this	  was	  not	   a	   cell	   type-­‐specific	   effect.	   Thus,	  similar	   assays	   as	   described	   above	   were	   repeated	   using	   PMA-­‐differentiated	   THP-­‐1	  macrophages.	  	  qPCR	  analysis	  was	  first	  performed	  to	  examine	  LPS-­‐regulated	  expression	  of	  RNF144B	  in	  THP-­‐1	  cells.	  Monocytic	  THP-­‐1	  cells	  were	  differentiated	  into	  macrophages	  by	  48	  h	  treatment	  with	  30	  ng/mL	  PMA,	  rested	  for	  4	  h	  in	  PMA-­‐free	  media,	  then	  treated	  with	  10	  ng/mL	  LPS.	  Confirming	  the	  results	  obtained	  with	  HMDM,	  RNF144B	  was	  similarly	  upregulated	  by	  LPS	  in	  PMA-­‐differentiated	  THP-­‐1	  macrophages	  (Figure	  3.12A).	  PMA-­‐differentiated	   THP-­‐1	   cells	   were	   also	   infected	   with	   S.	   Typhimurium	   at	   MOI	   10	   to	  confirm	  that	  RNF144B	  expression	  was	  upregulated	  by	  whole	  Gram-­‐negative	  bacterial	  pathogens,	  which	  can	  present	  a	  diverse	  array	  of	  PAMPs.	  Again,	  RNF144B	  expression	  was	  upregulated	  upon	   infection	  with	  S.	  Typhimurium,	  with	  higher	   fold	   induction	  of	  expression	  from	  2	  to	  24	  h	  post	  infection	  in	  comparison	  to	  treatment	  with	  LPS	  (Figure	  
3.12B).	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Figure	  3.12:	  qPCR	  analysis	  of	  RNF144B	  expression	  in	  PMA-­‐differentiated	  THP-­‐1	  
cells	  in	  response	  to	  LPS	  and	  S.	  Typhimurium.	  THP-­‐1	  monocytic	  cells	  were	  differentiated	  into	  macrophages	  with	  30	  ng/mL	  PMA	  for	  48	  h	  then	  rested	  for	  4	  h	  in	  PMA-­‐free	  media.	  RNF144B	  mRNA	  expression	  was	  analysed	  following	  treatment	  with	  (A)	  10	  ng/mL	  LPS	  or	  infection	  with	  (B)	  S.	  Typhimurium	  at	  MOI	  10	  for	  the	  indicated	  time	  course.	  Data	  (mean+SEM)	  shows	  fold	  change	  relative	  to	  unstimulated	   controls	   combined	   from	   (A)	   3	   or	   (B)	   4	   independent	   experiments.	  *P≤0.05,	   **P≤0.01;	   by	   one-­‐way	  ANOVA	   followed	   by	  Dunnett’s	  Multiple	   Comparison	  test.	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3.2.6.	  	   Silencing	   of	   RNF144B	   expression	   attenuates	   NLRP3-­‐mediated	  
inflammasome	  responses	  in	  PMA-­‐differentiated	  THP-­‐1	  macrophages.	  Stimulation	  of	   the	  NLRP3	   inflammasome	  following	  gene	  knockdown	  was	  conducted	  in	   PMA-­‐differentiated	   THP-­‐1	  macrophages,	   using	   similar	  methodology	   to	   that	   used	  for	   HMDM,	   to	   determine	   whether	   RNF144B	   knockdown	   also	   affected	   NLRP3	  inflammasome	   activation	   in	   these	   cells.	   As	   observed	   with	   HMDM,	   RNF144B	   and	  
NLRP3	  knockdown	  in	  PMA-­‐differentiated	  THP-­‐1	  macrophages	  resulted	  in	  reduced	  IL-­‐1β	  cytokine	   levels,	  whereas	  knock-­‐down	  of	  SLC41A2,	  NKG7	  or	  G0S2	  had	  no	  obvious	  effect.	   The	   effect	   was	   specific,	   since	   TNFα	   cytokine	   release	   was	   unaffected	   by	  
RNF144B	  or	  NLRP3	  silencing	  (Figure	  3.13).	  In	  these	  experiments,	  the	  effect	  of	  NLRP3	  knockdown	   was	   more	   pronounced	   than	   was	   observed	   for	   RNF144B	   knockdown.	  Again,	  NLRP3-­‐stimulated	  cells	  showed	  a	  trend	  for	  reduced	  pyroptosis	  upon	  RNF144B	  or	  NLRP3	  knockdown,	  however	  as	  mentioned	  earlier,	  pyroptotic	  death	  as	  analysed	  by	  LDH	   release	  was	   compromised	   by	   electroporation,	   with	   low	   LDH	   release	   obtained	  (Figure	  3.14).	  	  	  Thus,	  RNF144B	  knockdown	  attenuated	  NLRP3-­‐mediated	  IL-­‐1β	  release	  in	  both	  HMDM	  and	   PMA-­‐differentiated	   THP-­‐1	   macrophages.	   These	   data	   therefore	   suggest	   that	  
RNF144B	  has	  a	  role	  in	  regulation	  of	  inflammasome	  responses	  in	  human	  macrophages.	  Subsequent	   study	   to	   address	   the	   mechanism(s)	   by	   which	   RNF144B	   regulates	  inflammasome	  responses	  was	  pursued	  in	  Chapter	  4.	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Figure	  3.13:	  Knockdown	  of	  RNF144B	  reduces	  IL-­‐1β	  secretion	  following	  NLRP3	  
inflammasome	  activation	  in	  PMA-­‐differentiated	  THP-­‐1	  cells.	  	  THP-­‐1	  monocytic	  cells	  were	  differentiated	  into	  macrophages	  with	  30	  ng/mL	  PMA	  for	  48	  h.	  Cells	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled,	  differentiated	  with	  30	  ng/mL	  PMA	  for	  another	  24	  h,	  then	  rested	  in	  PMA-­‐free	  media	  for	  4	  h.	  THP-­‐1	  macrophages	  were	  primed	  with	  100	  ng/mL	  LPS	  for	  4	  h	  then	  treated	   with	   10	   μM	   nigericin	   for	   3	   h	   to	   activate	   the	   NLRP3	   inflammasome.	  Supernatants	  were	  harvested	  and	  analysed	   for	   levels	  of	   secreted	  (A)	   IL-­‐1β	  and	  (B)	  TNFα	  by	   ELISA.	  Data	   (mean+SEM)	   are	   combined	   from	  3	   independent	   experiments,	  and	   are	   presented	   as	   fold	   change	   relative	   to	   the	   no	   siRNA	   control	   for	   cells	   treated	  with	  LPS	  plus	  nigericin.	  (C-­‐D)	  Representative	  experiments	  showing	  levels	  of	  (C)	   IL-­‐1β	   and	   (D)	   TNFα	   in	   ng/mL.	   Data	   (mean+range)	   show	   technical	   replicates	   from	   1	  experiment.	   **P≤0.01;	   by	   one-­‐way	   ANOVA	   followed	   by	   Dunnett’s	   Multiple	  Comparison	  test.	  N.D	  indicates	  not	  detected.	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Figure	   3.14:	   Knockdown	   of	   RNF144B	   may	   attenuate	   pyroptosis	   following	  
NLRP3	  inflammasome	  activation	  in	  PMA-­‐differentiated	  THP-­‐1	  cells.	  	  THP-­‐1	  monocytic	  cells	  were	  differentiated	  into	  macrophages	  with	  30	  ng/mL	  PMA	  for	  48	  h.	  Cells	  were	  transfected	  with	  no	  siRNA,	  or	  with	  pooled	  siRNA	  at	  a	  concentration	  of	   0.25	   µM	   against	   each	   gene	   as	   labelled,	   differentiated	   with	   30	   ng/mL	   PMA	   for	  another	   24	   h,	   then	   rested	   in	   PMA-­‐free	   media	   for	   4	   h.	   THP-­‐1	   macrophages	   were	  primed	  with	   100	   ng/mL	   LPS	   for	   4	   h	   then	   treated	  with	   10	   μM	   nigericin	   for	   3	   h	   to	  activate	   the	   NLRP3	   inflammasome.	   Supernatants	   were	   harvested	   and	   analysed	   for	  LDH	  release	  (calculated	  as	  a	  percentage	  of	  total	  cellular	  LDH).	  Data	  (mean+SEM)	  are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  the	  no	  siRNA	  control	  for	  cells	  treated	  with	  LPS	  plus	  nigericin.	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3.3	  Discussion	  
3.3.1.	  	   Divergent	   regulation	   of	   TLR4	   target	   genes	   in	   human	   versus	   mouse	  
macrophages	  populations.	  qPCR	   analysis	   of	   LPS-­‐induced	   expression	   of	   the	   five	   selected	   candidate	   genes	  (RNF144B,	   TMEM140,	   NKG7,	   BATF3	   and	   G0S2)	   matched	   the	   expression	   patterns	  obtained	  from	  the	  initial	  expression	  profiling	  study	  conducted	  by	  custom	  microarray	  (Schroder	   et	   al.,	   2012a).	   The	   analysis	   was	   expanded	   to	   include	   a	   panel	   of	   diverse	  mouse	  macrophage	   cell	   types	   to	   ensure	   differences	   in	   gene	   expression	  most	   likely	  reflected	   true	   species	   differences,	   rather	   than	   cell	   type	   heterogeneity.	   Three	   of	   the	  five	  candidate	  genes	  (RNF144B,	  NKG7	  and	  G0S2)	  showed	  dramatically	  selective	  LPS-­‐induced	   up-­‐regulation	   in	   human	   but	   not	   mouse	   macrophages,	   suggesting	   that	   the	  observed	  differences	   in	   regulation	  were	   indeed	   likely	   to	   reflect	   species	   differences.	  The	  other	  candidate	  genes,	  BATF3	  and	  TMEM140,	  were	  regulated	  in	  both	  human	  and	  mouse	   macrophages,	   but	   with	   different	   timing	   in	   regulation	   and	   only	   in	   selected	  mouse	   macrophage	   populations.	   This	   suggests	   that	   species-­‐	   and/or	   cell	   type-­‐dependent	   differences	   may	   account	   for	   the	   differential	   regulation	   of	   these	   genes.	  
SLC41A2,	   which	   was	   also	   selected	   for	   functional	   analysis,	   behaved	   like	   RNF144B,	  
NKG7	   and	   G0S2	   in	   being	   regulated	   only	   in	   human	   macrophages	   (Dr.	   Nilesh	   Bokil,	  unpublished).	  Thus,	  4	  of	  the	  6	  selected	  genes	  that	  were	  LPS-­‐regulated	  in	  HMDM	  were	  not	  significantly	  regulated	  in	  any	  of	  the	  mouse	  macrophage	  populations	  examined.	  	  The	  data	  presented	   for	   validation	  of	   human-­‐specific	   LPS-­‐regulated	   gene	   expression	  focused	   only	   on	   HMDM	   as	   cells	   representative	   of	   human	   macrophages.	   However,	  follow	  up	  studies	  in	  PMA-­‐differentiated	  THP-­‐1	  macrophages	  confirmed	  that	  RNF144B	  was	   also	   LPS-­‐regulated	   in	   these	   cells,	   and	   this	   gene	  was	   also	   LPS-­‐inducible	   in	   GM-­‐CSF-­‐differentiated	  human	  macrophages	  (see	  Appendix	  1,	  Supplementary	  Figure	  1	  and	  Chapter	   6,	   Section	   6.2.3).	  However,	   some	  preliminary	  analyses	   indicated	   that	  not	  all	  of	  the	  genes	  examined	  were	  consistently	  LPS-­‐regulated	  in	  PMA-­‐differentiated	  THP-­‐1	  cells.	  This	  may	  be	  explained	  by	  the	  fact	  that	  THP-­‐1	  cells	  are	  an	  immortalised	  monocytic	  cell	  line	  with	  potential	  genetic	  abnormalities.	  Interestingly,	  further	  studies	  on	  RNF144B	  revealed	  that	  it	  is	  not	  only	  inducible	  by	  LPS	  but	  also	  inducible	  to	  a	  lesser	  extent	   by	   Poly	   (I:C)	   and	   imiquimod	   in	   HMDM	   (see	   Appendix	   1,	   Supplementary	  
Figure	  2).	  This	  is	  discussed	  further	  in	  Chapter	  6,	  Section	  6.2.2.	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3.3.2.	  	   Gene	   silencing	   screen	   fails	   to	   identify	   regulators	   of	   macrophage	  
antimicrobial	  responses.	  The	  initial	  hypothesis	  relating	  to	  the	  genes	  examined	  was	  that	  they	  would	  have	  some	  role	  in	  macrophage	  antimicrobial	  responses.	  E.	  coli	  and	  S.	  Typhimurium	  were	  chosen	  as	  microorganisms	   to	   investigate	   this	   hypothesis,	   as	   the	   particular	   strain	   of	  E.	   coli	  used	   (MG1655)	   is	   a	   non-­‐pathogenic	   K12	   strain	   that	   is	   effectively	   cleared	   by	  macrophages,	   while	   S.	   Typhimurium	   is	   a	   ‘professional’	   pathogen	   with	   evasion	  mechanisms	   to	   aid	   its	   survival	   within	   macrophages.	   Thus,	   use	   of	   both	   bacterial	  species	   might	   have	   provided	   insights	   regarding	   enhancement	   or	   subversion	   of	  antimicrobial	  responses.	  	  	  Although	  a	  system	  for	  efficient	  siRNA-­‐mediated	  knockdown	  of	  basal	  and	  LPS-­‐induced	  expression	  of	  individual	  genes	  was	  established,	  no	  effect	  on	  intracellular	  survival	  of	  S.	  Typhimurium	   and	   E.	   coli	   in	   HMDM	  was	   observed	   upon	   silencing	   individual	   genes.	  This	   suggests	   that	   the	   selected	   candidate	   genes	   were	   not	   involved	   in	   macrophage	  antimicrobial	   functions	   against	   either	   of	   the	   bacterial	   species	   examined.	  Nevertheless,	   since	   infection	   assays	   were	   conducted	   only	   6	   h	   following	   gene	  knockdown	  and	  intracellular	  survival	  was	  analysed	  at	  a	  maximum	  of	  16	  h	  following	  infection,	  it	  is	  possible	  that	  more	  time	  may	  be	  required	  following	  gene	  knockdown	  for	  an	  observable	  effect	  on	  bacterial	  survival.	   It	  would	  have	  been	  highly	  desirable	  to	  be	  able	   to	   examine	   protein	   levels	   to	   confirm	   that	   knockdown	   of	   mRNA	   resulted	   in	  reduced	   protein	   at	   specific	   time	   points	   post-­‐transfection,	   prior	   to	   performing	   the	  described	  functional	  assays.	  However,	  because	  the	  majority	  of	  genes	  examined	  were	  novel,	   reliable	  antibodies	  against	   the	  encoded	  proteins	  were	  generally	  not	  available	  at	   the	   time	   these	   studies	   were	   commenced.	   While	   an	   antibody	   for	   RNF144B	   was	  obtained	  and	  used	  for	  further	  experiments	  detailed	  in	  Chapter	  4,	  this	  antibody	  was	  observed	   to	   detect	   an	   additional	   protein	   band	   in	   LPS-­‐stimulated	   HMDM	   that	   may	  represent	   non-­‐specific	   protein	   detection,	   or	   a	   potential	   alternative	   isoform	   of	  RNF144B	   (see	   Appendix	   1,	   Supplementary	   Figure	   3	   and	   Chapter	   6,	   Section	  
6.2.4.2).	  Thus,	  in	  the	  future,	  these	  approaches	  could	  be	  revisited	  using	  more	  reliable	  and	   specific	   antibodies	   to	   determine	   conditions	   for	   optimal	   knockdown	   of	   protein	  expression,	   prior	   to	   examining	   potential	   roles	   in	   antimicrobial	   pathways.	   Another	  point	  to	  note	  is	  that	  only	  two	  species	  of	  Gram-­‐negative	  bacteria	  were	  examined,	  and	  it	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is	   possible	   that	   these	   genes	   have	   roles	   in	   responses	   to	   other	   bacterial	   pathogens	  and/or	   other	   classes	   of	   microorganism	   (e.g.	   viruses,	   fungi,	   parasites).	   This	   also	  warrants	  further	  investigation	  in	  the	  future.	  	  Secretion	  of	  the	  cytokines	  IL-­‐6	  and	  TNFα	  and	  the	  chemokines	  CCL20	  and	  CXCL13	  was	  highest	  from	  cells	  infected	  with	  E.	  coli,	  as	  compared	  to	  S.	  Typhimurium.	  Since	  E.	  coli	  is	  not	   able	   to	   evade	   antimicrobial	  mechanisms	   as	   effectively	   as	   S.	   Typhimurium,	   this	  might	  be	  an	  explanation	   for	   the	  higher	  cytokine	  and	  chemokine	  secretion	  observed	  upon	  infection	  of	  HMDM	  with	  E.	  coli.	  However,	  inducible	  secretion	  of	  IL-­‐6,	  TNFα	  and	  CCL20	  was	   not	   obviously	   affected	   by	   silencing	   of	   any	   of	   the	   genes	   examined.	   This	  suggests	  that	  these	  genes	  have	  no	  roles	  in	  regulating	  expression	  of	  these	  cytokines,	  or	  that	  mRNA	  expression,	  but	  not	  protein	  expression,	  was	  effectively	  reduced	  by	  siRNA	  knockdown.	   However,	   a	   consistent,	   albeit	   not	   statistically	   significant,	   increase	   in	  CXCL13	  secretion	  upon	  RNF144B	  knockdown	  suggests	   that	  expression	  of	  RNF144B	  protein	  was	  at	  least	  effectively	  reduced.	  CXCL13	  is	  known	  to	  be	  produced	  by	  myeloid	  and	  plasmacytoid	  dendritic	  cells,	  stromal	  cells	  in	  secondary	  lymphoid	  tissue	  follicles	  and	  primed	  follicular	  B	  helper	  T	  cells	  (Carlsen	  et	  al.,	  2004;	  Vinuesa	  et	  al.,	  2005),	  and	  to	  act	  as	  a	  chemoattractant	  to	  recruit	  B	   lymphocytes	  to	  secondary	   lymphoid	  tissues	  (Legler	  et	  al.,	  1998).	  Deficiency	  of	  CXCL13	  or	   its	  receptor,	  CXCR5,	   in	  mice	  results	   in	  defective	   follicles	   including	   abnormal	   segregation	   of	   T	   and	   B	   lymphocytes,	   and	  reduced	   peripheral	   lymph	   nodes	   and	   Peyer’s	   patches,	   and	   aberrant	   CXCL13	  expression	   contributes	   to	   chronic	   inflammatory	   disease	   associated	   with	   human	  lymphoid	   neogenesis.	   There	   are	   currently	   no	   direct	   links	   between	   RNF144B	  expression	   and/or	   function	   and	   the	   CXCL13	   chemokine,	   however	   IL-­‐1β	   has	   been	  shown	  to	  induce	  production	  of	  CXCL13	  in	  bone	  marrow	  stromal	  cells	  and	  osteoblasts	  from	  osteoarthritis	  and	  post-­‐traumatic	  patients	   (Lisignoli	  et	  al.,	  2004).	  Thus,	   it	  may	  be	  that	  RNF144B-­‐mediated	  inhibition	  of	  CXCL13	  production	  is	  somehow	  linked	  to	  its	  role	  in	  regulation	  of	  IL-­‐1β.	  	  
3.3.3.	  	   RNF144B	  regulates	  IL-­‐1β	  release	  from	  human	  macrophages.	  Functional	   analysis	   of	   the	   4	   selected	   candidate	   genes	   in	   regulating	   inflammasome	  responses	   was	   performed	   by	   conducting	   siRNA-­‐mediated	   gene	   knockdown,	   then	  treating	  HMDM	   to	   stimulate	  NLRP3	   inflammasome	   activation.	   Release	   of	   IL-­‐1β	   and	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LDH	   was	   used	   as	   readouts	   for	   NLRP3	   inflammasome-­‐mediated	   pro-­‐inflammatory	  cytokine	   secretion	   and	   initiation	   of	   pyroptosis.	   Knockdown	   of	   SLC41A2,	   NKG7	   and	  
G0S2	   showed	   no	   effect,	   however	   RNF144B	   knockdown	   resulted	   in	   reduced	   IL-­‐1β	  secretion	  and	  a	  trend	  for	  reduced	  LDH	  release	  in	  both	  HMDM	  and	  PMA-­‐differentiated	  THP-­‐1	   macrophages.	   RNF144B	   knockdown	   had	   no	   effect	   on	   IL-­‐6	   and	   TNFα	   levels	  indicating	  that	  gene	  knockdown	  was	  not	  globally	  affecting	  the	  LPS	  response.	  Hence,	  there	   was	   some	   degree	   of	   specificity	   in	   regulation	   of	   inflammatory	   responses	   by	  
RNF144B.	  The	  reduction	  in	  LDH	  release	  suggested	  a	  role	  in	  pyroptosis,	  however	  the	  effect	   was	   quite	   variable	   between	   biological	   replicates,	   and	   much	   less	   LDH	   was	  released	   from	   cells	   that	   had	   previously	   been	   electroporated.	   Thus,	   this	   method	   of	  assaying	   cell	   death	   was	   not	   well	   suited	   for	   the	   siRNA	   screening	   studies	   that	   were	  performed.	  Alternative	  approaches	  that	  could	  be	  considered	  in	  the	  future	  include	  cell	  viability	  assays	  (e.g.	  MTT	  assays)	  and	  propridium	  iodide	  staining	  to	  assess	  membrane	  integrity.	   Nevertheless,	   results	   from	   this	   chapter	   suggest	   a	   role	   for	   RNF144B	   in	  regulation	  of	  inflammasome	  responses.	  	  Prior	  to	  the	  studies	  described	  here,	  this	  gene	  has	  not	  previously	  been	  investigated	  in	  the	  context	  of	  inflammasome	  biology.	  Hence,	  the	   next	   chapter	   focused	   on	   assessing	   mechanisms	   by	   which	   RNF144B	   regulates	  inflammasome	  responses	  in	  human	  macrophages.	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4.1.	   Introduction	  The	  RNF144	  family	  is	  conserved	  across	  higher	  eukaryotes.	  The	  family	  consists	  of	  the	  E3	   ubiquitin	   ligases,	   RNF144A	   (UIP4)	   and	   RNF144B,	   which	   have	   71%	   amino	   acid	  homology	  (Ho	  et	  al.,	  2014;	  Huang	  et	  al.,	  2006).	  Human	  RNF144B	  has	  88%	  amino	  acid	  similarity	  with	   its	  murine	  ortholog	   (Benard	  et	  al.,	  2010).	  RNF144B	   is	  encoded	  by	  8	  exons,	  the	  first	  of	  which	  is	  non-­‐coding,	  and	  is	  expressed	  in	  many	  human	  tissues,	  most	  highly	   in	   skeletal	   muscle,	   prostate	   and	   peripheral	   blood	   leukocytes	   (Huang	   et	   al.,	  2006).	  RNF144B	  is	  reported	  to	  be	  inducible	  by	  several	  members	  of	  the	  p53	  family	  of	  transcription	   factors,	   p53,	   p63	   and	   p73,	   though	   some	   studies	   disagree	   on	   its	  induction	   by	   the	   tumour	   suppressor,	   p53	   (Ho	   et	   al.,	   2014;	   Huang	   et	   al.,	   2006;	  Nakamura	   et	   al.,	   2006;	   Ng	   et	   al.,	   2003).	   Despite	   differences	   in	   the	   LPS-­‐regulated	  expression	  of	  RNF144B	  between	  human	  and	  mouse	  (see	  Chapter	  3),	  both	  genes	  are	  controlled	  by	  highly	  conserved,	  TATA-­‐containing	  promoters,	  although	  there	  are	  some	  differences	   in	   predicted	   transcription	   factor	   binding	   sites	   between	   the	   promoters	  (see	  Appendix	  1,	  Supplementary	  Figure	  4	  and	  Chapter	  6,	  Section	  6.2.2).	  RNF144B	  protein	  has	  been	  detected	  in	  the	  cytoplasm,	  plasma	  membrane,	  Golgi	  apparatus	  and	  mitochondria	  of	  different	  cell	   types	  under	  different	  conditions	   (Benard	  et	  al.,	  2010;	  Ng	  et	  al.,	  2003).	  	  	  E3	  ubiquitin	  ligases	  function	  to	  transfer	  ubiquitin	  from	  E2	  ubiquitin	  ligases	  to	  target	  proteins.	  There	  are	  more	  than	  600	  E3	  ubiquitin	  ligases	  but	  fewer	  than	  40	  E2	  ligases	  estimated	  to	  be	  encoded	  by	  the	  mammalian	  genome,	  underlining	  the	  specificity	  of	  E3	  ligases	  for	  substrate	  selection	  (Li	  et	  al.,	  2008).	  These	  ligases	  are	  implicated	  in	  many	  pathophysiological	  conditions,	  making	  them	  attractive	  therapeutic	  targets.	  There	  are	  three	   families	   of	   E3	   ligases,	   the	   really	   interesting	   new	   gene	   (RING)	   family,	   which	  consists	   of	   ligases	   that	   directly	   catalyse	   ubiquitin	   transfer	   from	   an	   E2	   ligase	   to	   its	  substrate	   by	   simultaneously	   binding	   both,	   and	   the	   homology	   to	   E6AP	   C	   terminus	  	  (HECT)	  and	  RING-­‐between-­‐RING	  (RBR)	   families,	  which	  contain	   ligases	   that	   transfer	  ubiquitin	  in	  a	  two-­‐step	  reaction	  by	  first	  conjugating	  ubiquitin	  from	  an	  E2	  ligase	  onto	  an	  active	  site	  cysteine	  on	  the	  E3	  ligase,	  then	  transferring	  the	  ubiquitin	  to	  a	  substrate	  (Huibregtse	   et	   al.,	   1995;	   Wenzel	   and	   Klevit,	   2012).	   Substrates	   of	   ubiquitination	  receive	  either	  mono-­‐ubiquitin	  at	  one	  or	  more	  sites;	  or	  poly-­‐ubiquitin	  which	  are	  either	  chains	   of	   ubiquitin	   that	   are	   named	   according	   to	   the	   lysine	   residue	   through	   which	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ubiquitins	   are	   linked	   such	   as	   K48-­‐	   and	   K63-­‐linked	   ubiquitin,	   or	   linear	   ubiquitin	  chains	  where	  the	  carboxyl	  terminus	  of	  one	  ubiquitin	  and	  the	  amino	  terminus	  of	  the	  next	  are	  linked.	  	  The	  E3	  ubiquitin	  ligase	  encoded	  by	  RNF144B	  is	  a	  member	  of	  the	  RING-­‐between-­‐RING	  (RBR)	   family	   of	   E3	   ligases	   that	   are	   characterised	   by	   a	   canonical	   C3HC4-­‐type	   RING	  domain	   (RING1),	   followed	   by	   two	   conserved	   Cys/His-­‐rich	   Zn2+-­‐binding	   domains,	   a	  conserved	   in-­‐between-­‐RING	   (IBR)	   and	  a	   second	  RING	   (RING2)	  domain	   (Aguilera	   et	  al.,	   2000;	  Wenzel	   et	   al.,	   2011).	  RBR	  E3	   ligases	  unexpectedly	  have	   characteristics	   of	  both	  RING	  and	  HECT	  family	  members,	  while	  possessing	   their	  own	  distinct	  methods	  for	   ubiquitination	   and	   autoregulation	   of	   activity	   (Berndsen	   and	  Wolberger,	   2014).	  Members	  of	  the	  RBR-­‐family	  include	  Parkin,	  an	  E3	  ligase	  frequently	  mutated	  in	  early-­‐onset	  Parkinson’s	  disease	   (Dawson	  and	  Dawson,	  2010),	  human	  homolog	  of	  ariadne	  (HHARI),	  and	  HOIP,	  an	  RBR	  protein	  that	  assembles	  linear	  ubiquitin	  chains	  as	  part	  of	  the	  LUBAC	  (Kirisako	  et	  al.,	  2006).	  Parkin	  and	  HHARI	  recruit	  ubiquitin-­‐conjugated	  E2	  ligases	  through	  a	  cysteine	  on	  the	  RING1	  domain,	  while	  binding	  ubiquitin	  on	  a	  cysteine	  on	   the	   RING2	   domain	   before	   transferring	   it	   onto	   a	   substrate	   lysine,	   thus	   requiring	  conformational	  rearrangement	  to	  bring	  both	  RING1	  and	  RING2	  domains	  into	  contact	  (Duda	   et	   al.,	   2013;	  Wenzel	   et	   al.,	   2011).	   Although	   possessing	   distinct	   domains	   and	  linkers,	   the	  structures	  of	  both	  Parkin	  and	  HHARI	  portray	  auto-­‐inhibitory	  forms	  that	  require	  significant	  conformational	  change	  for	  catalysis	  of	  ubiquitin	  transfer,	  possibly	  through	  phosphorylation	  or	  post-­‐translational	  modifications.	   This	   suggests	   that	   the	  structure	   of	   these	   proteins	   are	   very	   important	   for	   regulation	   of	   their	   function,	   and	  that	   RNF144B	   protein	  may	   also	   possess	   an	   auto-­‐inhibitory	   form	   (see	  Appendix	   1,	  
Supplementary	  Figure	  5	  and	  Chapter	  6,	  Section	  6.2.3).	  HOIP	  also	  demonstrates	  an	  auto-­‐inhibitory	  form	  that	   is	  relieved	  upon	  binding	  to	  HOIL-­‐IL	  and	  SHARPIN	  to	  form	  the	  LUBAC	  multi-­‐protein	  RBR	  ligase	  (Smit	  et	  al.,	  2012;	  Smit	  et	  al.,	  2013;	  Stieglitz	  et	  al.,	  2012;	  Stieglitz	  et	  al.,	  2013).	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Figure	   4.1:	   Schematic	   diagram	   showing	   domain	   structure	   of	   the	   human	  
RNF144B	  protein.	  Human	  RNF144B	  has	  2	  really	  interesting	  new	  gene	  (RING)	  domains,	  an	  in-­‐between-­‐RING	  (IBR)	  domain,	  and	  a	  transmembrane	  (TM)	  domain	  as	  well	  as	  a	  predicted	  Golgi	  transport	  motif	  and	  a	  predicted	  caspase	  cleavage	  site.	  Domains	  are	  shown	  as	  boxes	  and	  arrows	  indicate	  predicted	  motifs.	  	  In	  addition	  to	   the	  RING	  and	  IBR	  domains	   typical	  of	  RBR	  family	  members,	  RNF144B	  has	  a	  highly	  conserved	  hydrophobic	  C-­‐terminal	  transmembrane	  domain,	  a	  predicted	  caspase-­‐1	  cleavage	  site	  (PeptideCutter-­‐ExPaSy),	  and	  a	  Golgi	  transport	  motif	  in	  the	  N-­‐terminal	   region	   (PSORT	   II)	   (Ng	   et	   al.,	   2003)	   (Figure	   4.1).	   Existing	   literature	   on	  RNF144B	   reports	   it	   as	   an	   E3	   ubiquitin	   ligase	   that	   accepts	   K48-­‐linked	   ubiquitin	   to	  target	  proteins	  for	  proteasomal	  degradation	  (Benard	  et	  al.,	  2010;	  Conforti	  et	  al.,	  2013;	  Huang	  et	  al.,	  2006;	  Sayan	  et	  al.,	  2010;	  Taebunpakul	  et	  al.,	  2012).	  There	  is	  currently	  no	  knowledge	  on	  whether	  RNF144B	  accepts	  K63-­‐linked	  ubiquitin,	  which	  are	  associated	  with	   regulation	   of	   endocytic	   trafficking,	   inflammation,	   translation	   and	   DNA	   repair.	  Both	  members	   of	   the	   RNF144	   family,	   RNF144A	   and	   RNF144B	   are	   able	   to	   interact	  with	  the	  E2	  ubiquitin	  ligases,	  UbcH7	  and	  UbcH8	  (Huang	  et	  al.,	  2006;	  Martinez-­‐Noel	  et	  al.,	  2001).	  Unlike	  RNF144A,	  RNF144B	  does	  not	  target	  DNA-­‐dependent	  protein	  kinase	  holoenzymes	   (DNA-­‐PKcs)	   (Ho	   et	   al.,	   2014).	   Instead,	   RNF144B	   has	   been	   associated	  with	   both	   induction	   and	   negative	   regulation	   of	   apoptosis	   downstream	   of	   p53	  signalling,	   and	   through	   regulation	   of	   p21	   (also	   known	   as	   wild-­‐type	   p53-­‐activated	  fragment	  1	  (WAF1)	  or	  cdk-­‐interacting	  protein	  (Cip1))	  (p21WAF1)	  (Ng	  et	  al.,	  2003),	  p73	  (Sayan	  et	  al.,	  2010;	  Taebunpakul	  et	  al.,	  2012)	  and	  Bax	  (Benard	  et	  al.,	  2010).	  	  p53-­‐dependent	   cell	   death	   was	   reportedly	   induced	   in	   HEK293T	   cells	   with	  overexpression	  of	  RNF144B.	  This	  effect	  required	  the	  C-­‐terminal	  portion	  of	  RNF144B	  but	  not	  its	  less-­‐conserved	  RING-­‐IBR-­‐RING	  domain,	  and	  therefore	  E3	  ubiquitin	  ligase	  activity	  (Huang	  et	  al.,	  2006).	  Interestingly,	  transfection	  of	  RNF144B	  was	  observed	  to	  induce	  cell	  death	  as	  seen	  by	  β-­‐Galactosidase	  detection	  assays	  and	  DNA	  fragmentation,	  even	   in	   the	   presence	   of	   caspase	   inhibitors,	   crmA	   and	   z-­‐vad-­‐fmk,	   both	   of	   which	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successfully	   inhibited	   receptor	   interacting	   protein	   (RIP)-­‐induced	   cell	   death.	   This	  suggests	   that	   in	   these	   studies,	   RNF144B-­‐induced	   death	   was	   caspase-­‐independent	  (Huang	  et	  al.,	  2006).	  RNF144B	  was	  also	  shown	  to	  be	  unable	  to	  interact	  with	  p53	  or	  affect	  its	  stability	  during	  induction	  of	  cell	  death	  (Huang	  et	  al.,	  2006;	  Ng	  et	  al.,	  2003).	  p21WAF1	  is	  an	  inhibitor	  of	  cyclin-­‐dependent	  kinase,	  and	  a	  well-­‐known	  p53	  mediator	  in	  cell-­‐cycle	  arrest	  at	  G1	  phase	  (Harper	  et	  al.,	  1993).	  RNF144B-­‐mediated	  ubiquitination	  of	   p21WAF1	   protein	   is	   hypothesised	   to	   be	   involved	   in	   releasing	   cells	   from	   cell-­‐cycle	  arrest	  and	  induction	  of	  apoptosis	  (Huang	  et	  al.,	  2006;	  Nakamura	  et	  al.,	  2006;	  Ng	  et	  al.,	  2003).	   RNF144B	   has	   also	   been	   shown	   to	   regulate	   keratinocyte	   differentiation	   by	  ubiquitinating	   p21WAF1	   and	   p63,	   targeting	   them	   for	   proteasomal	   degradation	   to	  permit	  keratinocyte	  differentiation	  (Conforti	  et	  al.,	  2013).	  RNF144B	  is	  also	  reported	  to	   control	   p73	   function	   to	   permit	   apoptosis,	   via	   modulation	   of	   the	   ratio	   of	   p73	  isoforms.	   RNF144B	   selectively	   promotes	   proteasomal	   degradation	   of	   the	   N-­‐terminally	   truncated	   isoform	   of	   p73	   (ΔNp73).	   This	   allows	   for	   stabilisation	   of	   the	  transcriptionally	   active	   isoform	   (TAp73)	   that	   promotes	   apoptosis	   through	   p53	  upregulated	   modulator	   of	   apoptosis	   (PUMA),	   which	   induces	   Bax	   mitochondrial	  translocation	   and	   cytochrome	   c	   release	   (Melino	   et	   al.,	   2004;	   Sayan	   et	   al.,	   2010;	  Taebunpakul	  et	  al.,	  2012).	  	  	  Bax,	   a	   pro-­‐apoptotic	   protein	   from	   the	   Bcl-­‐2	   family,	   exists	   within	   the	   cytosol	   in	   an	  inactive	   form.	   However,	   upon	   induction	   of	   apoptosis,	   the	   amino-­‐terminus	   of	   Bax	  undergoes	  a	  conformational	  change,	  and	  active	  Bax	  (6A7-­‐Bax)	  is	  inserted	  within	  the	  mitochondrial	   membrane.	   These	   two	   forms	   of	   Bax	   are	   distinguishable	   by	   two	  different	   monoclonal	   antibodies,	   5B7	   and	   6A7.	   The	   reported	   role	   of	   RNF144B	   in	  controlling	  apoptosis	  involves	  ubiquitination	  of	  6A7-­‐Bax.	  In	  unstimulated	  cells,	  YFP-­‐	  and	  MYC-­‐tagged	  RNF144B	  was	  shown	  to	   localise	   in	   the	  cytosol	  of	  HeLa	  cells	  with	  a	  small	  portion	  of	  protein	  showing	  diffuse	  or	  vesicle-­‐like	  distribution	  that	  was	  partially	  associated	   with	   mitochondria.	   However	   in	   about	   1%	   of	   unstimulated	   cells,	   tagged	  RNF144B	   was	   highly	   enriched	   in	   mitochondria	   and	   co-­‐localised	   with	   the	   outer	  mitochondrial	   membrane	   stain,	   TOM20.	   These	   cells	   were	   found	   to	   possess	  fragmented	  mitochondria,	  which	  is	  associated	  with	  change	  of	  mitochondrial	  function,	  such	   as	   membrane	   depolarisation,	   increased	   production	   of	   ROS,	   and	   autophagic	  degradation	   of	   mitochondria,	   suggesting	   that	   RNF144B	   accumulation	   might	   be	  associated	  with	  mitochondrial	  dynamics	  such	  as	  with	  Parkin,	  and	  the	  small	  ubiquitin-­‐
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like	  modifier	  (SUMO)	  protease,	  SenP5	  (Narendra	  et	  al.,	  2008;	  Zunino	  et	  al.,	  2007).	  In	  cells	  treated	  with	  actinomycin	  D	  or	  staurosporine	  to	  initiate	  apoptotic	  pathways,	  but	  also	  with	  caspase	  inhibitors	  to	  block	  cell	  death	  to	  enable	  cell	  imaging,	  RNF144B	  was	  demonstrated	   to	   redistribute	   from	   the	   cytosol	   to	   accumulate	   in	   mitochondrial	  domains.	   Translocation	   of	   RNF144B	   to	   the	   mitochondria	   was	   dependent	   on	  simultaneous	  mitochondrial	   localisation	  of	  6A7-­‐Bax,	   initiation	  of	  apoptosis	  and	  also	  on	   the	   expression	   levels	   of	   B-­‐cell	   lymphoma-­‐extra	   large	   (Bcl-­‐xL),	   an	   anti-­‐apoptotic	  protein	  that	  prevents	  outer	  mitochondrial	  membrane	  permeabilisation	  and	  release	  of	  cytochrome	   c.	   RNF144B	   translocation	   was	   also	   reliant	   on	   its	   predicted	   C-­‐terminal	  transmembrane	   domain,	   but	   partially	   dependent	   on	   its	   ubiquitin	   ligase	   activity,	   as	  RING	  domain	  mutants	  showed	  only	  partial	  mitochondrial	  localisation.	  RNF144B	  was	  determined	   to	   co-­‐localise	   or	   be	   adjacently	   localised	   within	   sub-­‐mitochondrial	  structures	  with	  6A7-­‐Bax,	  and	  was	  shown	  to	  physically	  interact	  with	  6A7-­‐Bax,	  but	  not	  inactive	  Bax,	   leading	  to	  its	  degradation	  within	  the	  mitochondria.	  This	  was	  proposed	  to	  be	  a	  regulatory	  mechanism	  within	  healthy	  cells	  to	  prevent	  accumulation	  of	  active	  Bax	  and	  spontaneous	  apoptosis	  (Benard	  et	  al.,	  2010).	  	  	  Aside	  from	  its	  role	  in	  regulation	  of	  cell	  death,	  very	  little	  is	  known	  about	  the	  function	  of	  RNF144B,	  particularly	   in	  the	  context	  of	   innate	   immunity.	   In	  the	  previous	  chapter	  (Chapter	   3),	   RNF144B	   knockdown	   in	   HMDM	   and	   PMA-­‐differentiated	   THP-­‐1	  macrophages	  impaired	  IL-­‐1β	  secretion	  and	  showed	  a	  trend	  for	  reduced	  pyroptosis	  in	  response	   to	  NLRP3	   activation.	   This	   suggests	   that	   RNF144B	  may	   play	   an	   important	  role	  in	  regulation	  of	  inflammasomes.	  The	  work	  undertaken	  in	  this	  chapter	  focused	  on	  validating	   the	   role	   of	   RNF144B	   in	   regulating	   inflammasome	   responses,	   as	   well	   as	  investigating	  the	  mechanisms	  by	  which	  it	  does	  so.	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4.2	  Results	  
4.2.1.	  	   Silencing	   of	   RNF144B	   expression	   with	   multiple	   siRNAs	   inhibits	   IL-­‐1β	  
secretion	  from	  THP-­‐1	  cells.	  As	   the	   experiments	   described	   in	   Chapter	   3	   utilised	   pooled	   siRNA	   to	   knockdown	  
RNF144B,	   the	   assay	  was	   repeated	   in	   PMA-­‐differentiated	   THP-­‐1	  macrophages	   using	  four	   individual	   siRNAs.	   These	   experiments	   were	   undertaken	   to	   confirm	   that	   the	  reduction	   in	   secreted	   IL-­‐1β	   was	   consistently	   observed	   upon	   RNF144B	   silencing,	  which	  would	  alleviate	  concerns	  about	  possible	  off-­‐target	  effects	  of	  the	  pooled	  siRNAs.	  
G0S2	  and	  NLRP1	  were	  also	  targeted	  for	  knockdown	  as	  negative	  controls	  for	  effects	  on	  NLRP3	  inflammasome	  activation,	  while	  NLRP3	  gene	  knockdown	  was	  conducted	  as	  a	  positive	   control.	   Knockdown	   of	   RNF144B	   with	   all	   four	   of	   the	   individual	   siRNAs	  resulted	  in	  reduced	  IL-­‐1β	  release	  to	  varying	  levels,	  further	  supporting	  the	  conclusion	  that	  RNF144B	  was	  indeed	  involved	  in	  regulation	  of	  the	  NLRP3	  inflammasome	  (Figure	  
4.2).	  As	  expected,	  no	  effect	  was	  seen	  upon	  G0S2	  and	  NLRP1	  gene	  knockdown,	  while	  
NLRP3	  knockdown	  also	  attenuated	  release	  of	  IL-­‐1β.	  	  
	  
	  
Figure	  4.2:	  Gene	  silencing	  of	  RNF144B	  with	  4	  different	  siRNAs	  attenuates	  IL-­‐1β	  
release	  from	  PMA-­‐differentiated	  THP-­‐1	  cells.	  	  PMA-­‐differentiated	  THP-­‐1	  cells	  were	  transfected	  with	  pooled	  siRNA	  to	  target	  G0S2	  as	  previously	   described	   (Figure	   3.13),	   or	  with	   individual	   siRNAs	   targeting	   RNF144B,	  NLRP1	   and	   NLRP3	   as	   labelled.	   After	   a	   further	   24	   h,	   cells	   were	   primed	   with	   100	  ng/mL	  LPS	  for	  4	  h.	  NLRP3	  inflammasome	  activation	  was	  triggered	  by	  treatment	  with	  10	   µM	   nigericin	   for	   3	   h.	   IL-­‐1β	   levels	   in	   culture	   supernatants	   were	   determined	   by	  ELISA.	  Data	   (mean+range)	   are	   combined	   from	  2	   independent	   experiments,	   and	   are	  
0.0
0.5
1.0
1.5
IL
-1
β 
(fo
ld
 c
ha
ng
e)
Untreated LPS LPS+nigericin
N.D
No siRNA
RNF144B #1
RNF144B #2
RNF144B #3
RNF144B #4
G0S2
NLRP1
NLRP3
Role	  of	  RNF144B	  in	  inflammasome	  responses	  in	  human	  macrophages	  
	   99	  	  
presented	  as	   fold	  change	  relative	   to	   the	  no	  siRNA	  control	   for	  cells	   treated	  with	  LPS	  plus	  nigericin.	  
	  
4.2.2.	  	   Silencing	   of	   RNF144B	   expression	   reduces	   IL-­‐1β	   secretion	   in	   human	  
macrophages	  activated	  via	  the	  NLRP3	  and	  NLRC4	  inflammasomes.	  Although	   RNF144B	   was	   shown	   to	   be	   involved	   in	   NLRP3	   inflammasome	   activation,	  previous	   experiments	   were	   conducted	   with	   only	   nigericin	   to	   stimulate	   the	   NLRP3	  inflammasome.	   To	   ensure	   that	   RNF144B	   was	   involved	   in	   NLRP3	   inflammasome	  activation	  regardless	  of	  stimuli,	  the	  experiment	  was	  repeated	  as	  previously	  described	  with	  5	  mM	  ATP	  as	  another	  stimuli	  for	  NLRP3	  inflammasome	  activation.	  In	  addition,	  it	  was	   of	   interest	   to	   determine	   whether	   RNF144B	   was	   specifically	   affecting	   only	   the	  NLRP3	   inflammasome	   or	   whether	   it	   was	   involved	   in	   activation	   of	   other	  inflammasomes	   as	   well.	   Therefore,	   following	   gene	   knockdown	   and	   LPS	   priming,	  HMDM	   were	   infected	   with	   S.	   Typhimurium	   at	   MOI	   100	   to	   stimulate	   NLRC4	  inflammasome	  activation	   (Franchi	   et	   al.,	   2006;	  Mariathasan	  et	   al.,	   2004)	  within	   the	  same	   experiment.	   As	   before,	   G0S2	   and	  NLRP1	   gene	   knockdown	   was	   conducted	   as	  negative	   control	   and	   NLRP3	   knockdown	   as	   positive	   control.	   IL-­‐1β	   release	   was	  reduced	   upon	   stimulation	   with	   both	   nigericin	   and	   ATP	   treatment	   to	   activate	   the	  NLRP3	   inflammasome,	   as	   well	   as	   with	   S.	   Typhimurium	   infection	   to	   activate	   the	  NLRC4	   inflammasome	   (Figure	   4.3).	   In	   these	   experiments,	   the	   effect	   of	   RNF144B	  knockdown	  was	  not	  statistically	  significant	  for	  the	  sample	  size,	  but	  was	  apparent	  in	  all	  experiments	  performed.	  These	  data	  suggest	  that	  RNF144B	  regulates	  activation	  of	  both	  the	  NLRP3	  and	  NLRC4	  inflammasomes.	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Figure	   4.3:	   Knockdown	   of	   RNF144B	   reduces	   IL-­‐1β	   secretion	   following	  NLRP3	  
and	  NLRC4	  inflammasome	  activation	  in	  HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA	  or	  with	  pooled	  siRNAs	  against	  each	  gene	  as	  labelled.	  24	  h	   following	  siRNA	   transfection,	   cells	  were	  primed	  with	  100	  ng/mL	  LPS	  for	  4	  h	  then	  treated	  with	  10	  μM	  nigericin	  or	  5mM	  ATP	  for	  3	  h	  to	  activate	  the	  NLRP3	  inflammasome,	   or	   with	   S.	   Typhimurium	   at	   MOI	   100	   to	   activate	   the	   NLRC4	  inflammasome.	  Supernatants	  were	  harvested	  and	  analysed	  for	  IL-­‐1β	  levels	  by	  ELISA.	  Data	  (mean+SEM)	  are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  the	  no	  siRNA	  control	  in	  cells	  treated	  with	  LPS	  plus	  nigericin.	  **P≤0.01;	   by	   one-­‐way	  ANOVA	   followed	  by	  Dunnett’s	  Multiple	   Comparison	   test.	  N.D	  indicates	  not	  detected.	  	  
	  
4.2.3.	  	   Proteasome	   inhibition	   reduces	   NLRP3-­‐triggered	   IL-­‐1β	   release	   in	   both	  
human	  and	  mouse	  primary	  macrophages.	  As	   shown	   above,	   knockdown	   of	   RNF144B	   results	   in	   a	   reduction	   in	   IL-­‐1β	   release,	  thereby	   suggesting	   that	   RNF144B	   was	   required	   for	   inflammasome	   function.	   As	  RNF144B	   is	   reported	   in	   the	   literature	   to	   function	   as	   an	   E3	   ubiquitin	   ligase	   to	  conjugate	  ubiquitin	   to	   specific	  proteins	   to	   target	   them	   for	  proteasomal	  degradation	  (Benard	   et	   al.,	   2010;	   Conforti	   et	   al.,	   2013;	   Huang	   et	   al.,	   2006;	   Sayan	   et	   al.,	   2010;	  Taebunpakul	  et	  al.,	  2012),	  it	  was	  hypothesized	  that	  it	  was	  mediating	  the	  degradation	  of	   a	   negative	   inhibitor	   of	   inflammasome	   degradation	   to	   enable	   optimal	  inflammasome	   responses.	   Recent	   studies	   have	   shown	   that	   deubiquitination	   of	  NLRP3,	  and	  LUBAC	  ubiquitination	  of	  ASC	  are	  required	   for	   inflammasome	  activation	  (Py	   et	   al.,	   2013;	   Rodgers	   et	   al.,	   2014).	   However,	   as	   these	   studies	   were	   conducted	  using	   mouse	   cells,	   and	   RNF144B	   is	   LPS-­‐inducible	   in	   human	   but	   not	   mouse	  macrophages,	   it	   was	   possible	   that	   differences	   might	   exist	   in	   the	   regulation	   by	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ubiquitin-­‐mediated	  proteasomal	  degradation	  of	   the	   inflammasome	  in	  human	  versus	  mouse	  macrophages.	  	  	  In	   order	   to	   compare	   the	   potential	   role	   of	   proteasomal	   degradation	   of	   an	   unknown	  inflammasome	   inhibitor	   in	   inflammasome	   activation	   in	   human	   and	   mouse	  macrophages,	   HMDM	   and	  BMM	  were	   primed	  with	   LPS	   and	   stimulated	  with	   10	   μM	  nigericin	   for	   NLRP3	   inflammasome	   activation,	   then	   treated	   with	   a	   general	  proteasome	   inhibitor,	   MG132	   (10	   μM),	   15	   minutes	   following	   nigericin	   treatment.	  Supernatants	  were	  collected	  3	  h	  later	  to	  analyse	  levels	  of	  IL-­‐1β	  and	  TNFα.	  Release	  of	  IL-­‐1β	   was	   reduced	   by	   approximately	   50%	   in	   both	   primary	   human	   and	   mouse	  macrophages	   (Figure	   4.4).	   No	   effect	   was	   observed	   on	   TNFα	   with	   inhibition	   of	  proteasomal	   degradation,	   as	   expected	   given	   that	   MG132	   was	   added	   after	  inflammasome	  triggering.	  These	  data	  suggest	  that	  the	  proteasome	  pathway	  positively	  regulates	   IL-­‐1β	   release	   as	   was	   predicted,	   but	   there	   was	   no	   obvious	   difference	   in	  human	   versus	   mouse	   macrophages	   in	   this	   respect,	   at	   least	   as	   assessed	   by	  pharmacological	   inhibition.	   This	   finding	   therefore	   prompted	   investigation	   of	  alternative	  mechanisms	  by	  which	  RNF144B	  might	  regulate	  inflammasome	  responses.	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Figure	   4.4:	   Treatment	   of	   primary	   human	   or	   mouse	   macrophages	   with	   a	  
proteasome	  inhibitor	  inhibits	  NLRP3-­‐triggered	  IL-­‐1β 	  release.	  	  HMDM	  and	  BMM	  were	  primed	  with	  100	  ng/mL	  LPS	  for	  4	  h,	  then	  treated	  with	  10	  μM	  nigericin	   only,	   or	   10	   μM	   nigericin	   plus	   the	   proteasome	   inhibitor	   MG132	   (10	   μM,	  added	   15	   minutes	   post-­‐nigericin	   stimulation),	   for	   3	   h	   to	   activate	   the	   NLRP3	  inflammasome.	  Supernatants	  were	  harvested	  and	  analysed	  for	  IL-­‐1β	  and	  TNFα	  levels	  by	  ELISA.	   (A-­‐D)	  Data	   (mean+SEM)	  are	   combined	   from	  3	   independent	   experiments,	  and	   are	   presented	   as	   fold-­‐change	   relative	   to	   treatment	   with	   LPS	   and	   nigericin.	  *P≤0.05,	   ****P≤0.0001;	   by	   one-­‐way	   ANOVA	   followed	   by	   Dunnett’s	   Multiple	  Comparison	  test.	  N.D	  indicates	  not	  detected.	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4.2.4.	  	   RNF144B	  knockdown	  reduces	  LPS-­‐induced	  pro-­‐IL-­‐1β	  protein	  expression	  in	  
primary	  human	  macrophages.	  As	   discussed	   in	   Chapter	   1,	   inflammasome	   activation	   is	   a	   two-­‐step	   process	   that	  requires	   priming	   of	   TLR4	   signalling	   to	   promote	   transcription	   of	   inflammasome	  components	  such	  as	  NLRP3	  and	  pro-­‐IL-­‐1β,	  and	  a	  second	  signal	  sensed	  by	  NLRs	  that	  promotes	  oligomerisation	  of	  NLRs,	  ASC	  and	  pro-­‐caspase-­‐1.	  Once	   the	   inflammasome	  scaffold	  is	  assembled,	  autocatalytic	  cleavage	  of	  caspase-­‐1	  occurs,	  resulting	  in	  caspase-­‐1-­‐mediated	  pro-­‐IL-­‐1β	  and	  pro-­‐IL-­‐18	  cleavage	  and	  release	  of	  these	  cytokines	  from	  the	  cell.	  	  To	  determine	  whether	  RNF144B	   knockdown	  was	   affecting	   IL-­‐1β	   cytokine	   secretion	  by	   affecting	   inflammasome	   components	   involved	   in	   acute	   inflammasome	  activation	  such	   as	   cleavage	   of	   pro-­‐caspase-­‐1	   and	   pro-­‐IL-­‐1β,	   cell	   lysates	   and	   supernatants	  obtained	  from	  the	  previous	  experiments	  were	  analysed	  for	  protein	  levels	  by	  Western	  blotting.	   As	   expected,	   stimulation	   of	   HMDM	   with	   LPS	   resulted	   in	   induction	   of	  RNF144B	   and	   pro-­‐IL-­‐1β	   protein	   in	   cell	   lysates,	   while	   siRNA-­‐mediated	   gene	  knockdown	   of	   RNF144B	   reduced	   LPS-­‐induced	   RNF144B	   protein	   (Figure	   4.5A).	  Confirming	  the	  results	  from	  analysis	  of	  IL-­‐1β	  release	  by	  ELISA	  assay,	  levels	  of	  cleaved	  IL-­‐1β	  protein	  were	  decreased	   in	  supernatants	   from	  HMDM	  transfected	  with	  siRNAs	  against	  RNF144B	  and	  NLRP3,	  but	  not	  with	  NLRP1	  or	  G0S2.	  In	  these	  experiments,	  the	  effect	  of	  NLRP3	  knockdown	  on	  IL-­‐1β	  release	  was	  more	  pronounced	  than	  for	  RNF144B	  knockdown.	  In	  contrast	  to	  NLRP3	  silencing,	  RNF144B	  silencing	  did	  not	  affect	  levels	  of	  cleaved	  caspase-­‐1	  in	  supernatants	  or	  cell	  lysates.	  This	  indicates	  that	  proximal	  events	  leading	  to	  the	  autocatalytic	  cleavage	  of	  pro-­‐caspase-­‐1	  were	  not	  affected	  by	  RNF144B	  knockdown.	   However,	   LPS-­‐inducible	   pro-­‐IL-­‐1β	   levels	   were	   reduced	   in	   cell	   lysates	  from	  HMDM	  transfected	  with	  siRNAs	  targeting	  RNF144B	  (either	  in	  cells	  primed	  with	  LPS	  alone	  or	  LPS-­‐primed	  then	  nigericin-­‐stimulated).	  This	  decrease	  in	  pro-­‐IL-­‐1β	  levels	  was	  quantified	  by	  measuring	  the	  intensity	  of	  pro-­‐IL-­‐1β	  protein	  bands	  in	  comparison	  to	  ASC	  protein	  using	  the	  ChemiDoc	  MP	  system	  (Figure	  4.5B).	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Figure	   4.5:	   Knockdown	   of	   RNF144B	   reduces	   pro-­‐IL-­‐1β	   protein	   expression	   in	  
HMDM.	  	  HMDM	  were	  transfected	  with	  no	  siRNA	  or	  with	  siRNAs	  against	  each	  gene	  as	  labelled.	  	  48	   h	   following	   siRNA	   transfection,	   cells	  were	   primed	  with	   100	   ng/mL	   LPS	   for	   4	   h	  then	  treated	  with	  10	  μM	  nigericin	  for	  3	  h	  to	  activate	  the	  NLRP3	  inflammasome.	  Cell	  lysates	   were	   harvested	   and	   analysed	   for	   protein	   levels	   by	   western	   blot.	   (A)	   Data	  shows	   representative	   blots	   for	   2	   independent	   experiments	   (SN	   =	   culture	  supernatants;	  Lysate	  =	  whole	  cell	  lysates).	  (B)	  Intensity	  of	  pro-­‐IL-­‐1β	  and	  ASC	  protein	  bands	   was	   quantified	   using	   the	   ChemiDoc	   MP	   system.	   Data	   (mean+SEM)	   are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  no	  siRNA	  control	   in	  cells	   treated	  with	  LPS.	  ***P≤0.001;	  by	   two-­‐tailed	  unpaired	  t-­‐test.	  N.D	  indicates	  not	  detected.	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4.2.5.	  	   RNF144B	   knockdown	   inhibits	   LPS-­‐induced	   IL-­‐1β	   mRNA	   expression	   in	  
primary	  human	  macrophages.	  Since	  pro-­‐IL-­‐1β	  protein	  levels	  were	  reduced	  with	  RNF144B	  gene	  knockdown	  in	  LPS-­‐treated	   cells,	   RNF144B	   appeared	   to	   be	   regulating	   inflammasome	   activity	   through	  effects	   on	   priming	   of	   inflammasome	   responses,	   rather	   than	   proximal	   activation	  events.	  Therefore,	  in	  order	  to	  investigate	  whether	  RNF144B	  was	  regulating	  pro-­‐IL-­‐1β	  at	   the	   protein	   level	   or	   further	   upstream,	   it	   was	   important	   to	   determine	   whether	  mRNA	  levels	  of	  pro-­‐IL-­‐1β	  were	  reduced	  upon	  RNF144B	  gene	  knockdown.	  	  Thus,	  qPCR	  was	   performed	   on	   RNA	   samples	   from	  HMDM	   in	  which	  RNF144B,	  NLRP3	   or	  NLRP1	  had	  been	  knocked	  down,	   then	   stimulated	  with	  LPS	   for	  4	  h.	   In	   these	  experiments,	   a	  reduction	  in	  secreted	  IL-­‐1β	  was	  also	  confirmed.	  As	  expected,	  RNF144B	  mRNA	  levels	  were	   significantly	   reduced	   upon	   RNF144B	   gene	   knockdown	   (Figure	   4.6A).	   LPS-­‐induced	   IL-­‐1β	   mRNA	   levels	   were	   also	   significantly	   reduced	   in	   HMDM	   in	   which	  
RNF144B	  had	  been	  knocked	  down	  (Figure	  4.6B),	  thereby	  explaining	  the	  reduction	  in	  pro-­‐IL-­‐1β	  protein	  observed	  from	  Western	  blot	  analysis	  that	  was	  previously	  described	  (Figure	  4.5A).	  To	  assess	  whether	  the	  effect	  of	  RNF144B	  knockdown	  was	  specific	  to	  
IL-­‐1β	  mRNA,	  mRNA	   levels	   of	   other	   TLR-­‐regulated	   cytokines	  were	   also	   analysed	   by	  qPCR.	   mRNA	   levels	   of	   IL-­‐10	   and	   IFNγ	   were	   not	   affected	   by	   RNF144B	   knockdown	  (Figure	  4.6C	  and	  D),	  while	  LPS-­‐induced	  IL-­‐23p19	  mRNA	  was	  significantly	  attenuated	  (Figure	  4.6H)	  and	  there	  was	  a	  clear	  trend	  for	  reduced	  LPS-­‐inducible	  expression	  of	  IL-­‐
8,	   IL-­‐12p35	   and	   IL-­‐12p40	   (Figure	   4.6G,	   I	   and	   J).	   There	   was	   no	   obvious	   effect	   on	  expression	  of	   IL-­‐18	  and	  HMGB1	  mRNA	  levels	  (Figure	   4.6E	  and	  F),	  which	  are	  other	  targets	   of	   inflammasome	   activation	   (Lamkanfi	   et	   al.,	   2010;	   Martinon	   et	   al.,	   2002;	  Petrilli	  et	  al.,	  2005).	  Thus,	  RNF144B	  appears	  to	  selectively	  promote	  the	  expression	  of	  a	  sub-­‐set	  of	  TLR4	  target	  genes,	  including	  the	  inflammasome	  target	  pro-­‐IL-­‐1β.	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Figure	  4.6:	  Effect	  of	  knockdown	  of	  RNF144B	  on	  gene	  expression	  in	  HMDM.	  	  HMDM	   were	   transfected	   with	   indicated	   siRNAs	   as	   previously	   described.	   24	   h	  following	   siRNA	   transfection,	   mRNA	   levels	   for	   the	   indicated	   genes	   were	   analysed	  following	   treatment	   with	   100	   ng/mL	   LPS	   for	   4	   h.	   (A-­‐H)	   Data	   (mean+SEM)	   are	  combined	  from	  4	  independent	  experiments	  and	  are	  presented	  as	  fold	  change	  relative	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to	   the	   no	   siRNA	   transfection	   +	   LPS	   control.	   *P≤0.05,	   **P≤0.01;	   by	   one-­‐way	  ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	  	  
4.2.6.	  	   p21	   protein	   expression	   is	   more	   tightly	   regulated	   by	   proteasomal	  
degradation	   in	   primary	   human	   macrophages	   as	   compared	   to	   primary	   mouse	  
macrophages.	  	  As	  mentioned	  previously,	  RNF144B	  has	  been	  shown	  to	  ubiquitinate	  p21WAF1	  protein	  for	  regulation	  of	  apoptosis	  and	  keratinocyte	  differentiation	  (Conforti	  et	  al.,	  2013;	  Ng	  et	  al.,	  2003).	  Expression	  of	  RNF144B	  has	  also	  been	  shown	  to	  inversely	  correlate	  with	  p21WAF1	  protein	  expression	  in	  several	  studies	  (Conforti	  et	  al.,	  2013;	  Nakamura	  et	  al.,	  2006;	   Ng	   et	   al.,	   2003).	   Interestingly,	   p21WAF1	   protein	   expression	   has	   been	  demonstrated	   to	   inhibit	   IL-­‐1β	   expression	   in	   both	   human	   and	  mouse	  macrophages	  (Scatizzi	  et	  al.,	  2009;	  Trakala	  et	  al.,	  2009).	  siRNA-­‐mediated	  knockdown	  of	  p21WAF1	  in	  human	   macrophages	   resulted	   in	   increased	   IL-­‐1β	   secretion,	   and	   mice	   deficient	   in	  p21WAF1	   displayed	   increased	   serum	   levels	   of	   IL-­‐1β	   and	   higher	   susceptibility	   to	  endotoxic	  shock	  (Scatizzi	  et	  al.,	  2009;	  Trakala	  et	  al.,	  2009).	  The	  inhibition	  of	  IL-­‐1β	  by	  p21WAF1	   was	   subsequently	   mapped	   to	   the	   cyclin-­‐dependent-­‐kinase	   (CDK)-­‐binding	  domain	  of	  p21WAF1	  (Scatizzi	  et	  al.,	  2009).	  
	  Given	   these	   findings,	   it	   was	   hypothesised	   that	   RNF144B	   was	   regulating	   IL-­‐1β	  expression	   through	   regulation	   of	   p21WAF1	   protein.	   For	   example,	   RNF144B	   may	   be	  required	   for	   ubiquitination	   of	   p21WAF1	   protein	   in	   human	  macrophages,	   causing	   its	  degradation	   by	   the	   proteasome	   and	   preventing	   p21WAF1	   inhibition	   of	   IL-­‐1β	  transcription.	  To	   investigate	   this	  possibility,	  HMDM	  and	  BMM	  were	  treated	  with	  10	  μM	  MG132	  for	  30	  minutes	  prior	  to	  treatment	  with	  100	  ng/mL	  LPS	  over	  a	  time	  course.	  Cell	   lysates	  were	   then	   collected	   and	   probed	   for	   p21WAF1	   protein.	   Levels	   of	   p21WAF1	  protein	   were	   quantified	   using	   the	   ChemiDoc	   MP	   system.	   Expression	   of	   p21WAF1	  protein	   was	   increased	   in	   HMDM	   at	   6	   h	   post-­‐stimulation,	   and	   was	   very	   modestly	  upregulated	   in	   BMM	   at	   earlier	   time	   points	   (~	   2	   fold)	   (Figure	   4.7).	   However,	   a	  striking	   effect	   of	   the	   MG132	   proteosome	   inhibitor	   was	   observed	   in	   HMDM,	   as	  compared	   to	   BMM.	   Proteosome	   inhibition	   caused	   a	   substantial	   upregulation	   of	  p21WAF1	   protein	   expression	   only	   in	   the	   former	   cell	   population.	   This	   suggests	   that	  p21WAF1	  protein	  is	  more	  highly	  regulated	  by	  the	  proteosome	  in	  human	  macrophages,	  as	  compared	  to	  mouse	  macrophages.	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Figure	  4.7:	  Effect	  of	  the	  proteasome	  inhibitor	  MG132	  on	  p21	  protein	  expression	  
in	  primary	  human	  versus	  mouse	  macrophages.	  	  HMDM	   (A)	   and	   BMM	   (B)	   were	   treated	  with	   10	   μM	  MG132	   for	   30	  minutes	   before	  treatment	   with	   100	   ng/mL	   LPS	   over	   the	   indicated	   time	   course.	   Cell	   lysates	   were	  harvested	  and	  analysed	   for	  p21WAF1	   and	  GAPDH	  protein	   levels	  by	  western	  blotting.	  Data	  are	  from	  one	  experiment,	  and	  are	  representative	  of	  3	  independent	  experiments	  for	   BMM	   and	   5	   for	   HMDM.	   (C)	   Relative	   levels	   of	   p21WAF1	   protein	   were	   quantified	  using	   the	   ChemiDoc	   MP	   system.	   Data	   (mean+SEM,	   3-­‐5	   independent	   experiments)	  shows	   levels	   of	   p21WAF1	   protein	  normalised	   to	  GAPDH	   levels,	   and	   are	  presented	   as	  fold	   change	   relative	   to	   unstimulated	   cells.	   *P≤0.05,	   **	   P≤0.01;	   by	   one-­‐way	   ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	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4.2.7.	  	   Silencing	   of	   RNF144B	   expression	   does	   not	   affect	   LPS-­‐regulated	   p21WAF1	  
mRNA	  and	  protein	  expression	  in	  primary	  human	  macrophages.	  Since	   p21WAF1	   protein	  was	   highly	   regulated	   by	   proteasomal	   degradation	   in	   human	  macrophages	   but	   not	   in	   mouse	   macrophages,	   it	   was	   hypothesised	   that	   p21WAF1	  protein	  might	  be	  regulated	  by	  RNF144B	  in	  human	  macrophages.	  Therefore,	  the	  effect	  of	  RNF144B	  knockdown	  on	  p21WAF1	  mRNA	  and	  protein	  expression	  in	  HMDM	  was	  next	  analysed.	  RNA	   from	  cell	   lysates	  obtained	   in	  previous	   experiments	   (see	  Figure	   4.6)	  was	   thus	   used	   to	   assess	   constitutive	   and	   LPS-­‐regulated	   p21WAF1	  mRNA	   expression.	  
RNF144B	  knockdown	  did	  not	  impact	  expression	  of	  p21WAF1	  mRNA	  (Figure	  4.8).	  This	  was	  expected	  as	  RNF144B	  is	  hypothesised	  to	  exert	  an	  effect	  through	  ubiquitination	  of	  p21WAF1	   protein,	   rather	   than	   by	   affecting	   p21WAF1	  mRNA	   expression.	   Next,	   p21WAF1	  protein	  levels	  were	  analysed	  in	  HMDM	  in	  which	  RNF144B	  had	  been	  knocked	  down	  to	  determine	   whether	   this	   would	   result	   in	   increased	   p21WAF1	   protein	   expression.	   In	  these	  experiments,	  NLRP1	   knockdown	  was	  used	  as	  a	  negative	  control.	   Surprisingly,	  no	   significant	   difference	   in	   p21WAF1	   protein	   levels	   was	   observed	   after	   RNF144B	  knockdown	  (Figure	  4.9).	  When	  p21WAF1	  protein	  levels	  were	  assessed	  48	  h	  following	  gene	   knockdown	   to	   ensure	   that	   sufficient	   time	   was	   allowed	   for	   degradation	   of	  protein,	  similar	  results	  were	  also	  obtained	  (data	  not	  shown).	  	  
	  
Figure	  4.8:	  Knockdown	  of	  RNF144B	  does	  not	  affect	  p21WAF1	  mRNA	  expression	  in	  
primary	  human	  macrophages.	  	  HMDM	  cDNAs	  used	  in	  Fig.	  4.6	  (cells	  transfected	  with	  different	  siRNAs,	  then	  treated	  for	  4	  h	  with	  100	  ng/mL	  LPS)	  were	  analysed	  by	  qPCR	  for	  mRNA	  levels	  of	  p21WAF1.	  Data	  (mean+SEM)	  are	  combined	  from	  4	  independent	  experiments.	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Figure	  4.9:	  RNF144B	  knock-­‐down	  does	  not	  affect	  LPS-­‐inducible	  p21WAF1	  protein	  
expression	  in	  primary	  human	  macrophages.	  	  HMDM	  were	  transfected	  with	  no	  siRNA	  or	  with	  siRNAs	  against	  each	  gene	  as	  labelled.	  24	  h	   following	  siRNA	  transfection,	   cells	  were	   treated	  with	  100	  ng/mL	  LPS	  over	   the	  indicated	   time	   course,	   after	   which	   levels	   of	   p21WAF1	   and	   GAPDH	   protein	   were	  analysed	   by	   immunoblotting.	   (A)	   Data	   from	   one	   experiment,	   representative	   of	   3	  independent	   experiments,	   is	   shown.	   (B)	   Relative	   p21WAF1	   protein	   expression	   was	  quantified	   using	   the	   ChemiDoc	   MP	   system.	   Data	   (mean+SEM,	   combined	   from	   3	  independent	  experiments)	  show	  levels	  of	  p21WAF1	  protein	  relative	  to	  GAPDH	  protein	  expression,	   and	   are	   presented	   as	   fold	   change	   relative	   to	   unstimulated	   control	   cells	  transfected	  with	  no	  siRNA.	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4.3.	  Discussion	  
4.3.1.	  	   RNF144B	   regulates	   LPS-­‐inducible	   pro-­‐IL-­‐1β	   expression	   in	   human	  
macrophages.	  Knockdown	  using	  four	  individual	  siRNAs	  targeting	  RNF144B	  resulted	  in	  reduced	  IL-­‐1β	  release,	  confirming	  that	  RNF144B	  was	  regulating	  NLRP3-­‐trigggered	  IL-­‐1β	  release	  in	  HMDM.	  RNF144B	  knockdown	   in	  HMDM	  was	   also	   observed	   to	   reduce	   IL-­‐1β	   levels	  following	   NLRP3	   activation	   by	   multiple	   stimuli	   (nigericin	   and	   ATP)	   and	   NLRC4	  inflammasome	   activation.	   This	   suggested	   that	   RNF144B	   was	   a	   broad	   regulator	   of	  inflammasome	   responses.	   Indeed,	   it	   became	   apparent	   that	   RNF144B	  was	   not	   affecting	  proximal	   events	   of	   inflammasome	   activation	   such	   as	   pro-­‐caspase-­‐1	   and/or	   pro-­‐IL-­‐1β	  cleavage	   or	   release,	   but	   rather	   LPS-­‐inducible	   expression	   of	   pro-­‐IL-­‐1β.	   qPCR	   analysis	   of	  LPS-­‐inducible	  IL-­‐1β	  mRNA	  levels	  revealed	  that	  RNF144B	  knockdown	  was	  affecting	  IL-­‐1β	  mRNA	   induction.	   The	   effect	   of	   RNF144B	   in	   regulating	   LPS	   responses	   was	   relatively	  selective	   in	   that	   it	   did	   not	   have	   pronounced	   effects	   on	   LPS-­‐inducible	   TNFα	  and	   IL-­‐6	  secretion,	  or	  on	  LPS-­‐inducible	  mRNA	  expression	  of	  some	  mediators	  such	  as	  IL-­‐10	  and	  IFNγ.	  However,	  mRNA	   for	  other	  pro-­‐inflammatory	   cytokines	   such	   as	   IL-­‐8,	   IL-­‐23p19,	   IL-­‐12p35,	  and	  IL-­‐12-­‐p40	  were	  also	  downregulated	  by	  RNF144B	  knockdown.	  	  	  The	   IL-­‐12	   cytokine	   is	   made	   up	   of	   IL-­‐12p35	   and	   IL-­‐12p40	   subunits	   and	   is	   largely	  secreted	  by	  dendritic	  cells,	  macrophages	  and	  neutrophils	  (Hamza	  et	  al.,	  2010).	  IL-­‐12	  induces	   IFNγ	  production,	   stimulates	   the	  growth	  and	  differentiation	  of	  naive	  CD4+	  T	  cells	   into	   Th1	   cells	   and	   enhances	   the	   cytotoxic	   activity	   of	   NK	   cells	   (Hamza	   et	   al.,	  2010).	  Thus,	  it	  is	  a	  vital	  cytokine	  for	  host	  responses	  against	  infection.	  The	  IL-­‐12p40	  subunit,	  is	  also	  able	  to	  combine	  with	  a	  unique	  subunit,	  IL-­‐23p19,	  which	  is	  encoded	  on	  a	  separate	  gene,	  to	  make	  up	  the	  IL-­‐23	  cytokine,	  which	  belongs	  to	  the	  IL-­‐12	  cytokine	  family	   (Oppmann	   et	   al.,	   2000).	   IL-­‐23	   is	   primarily	   secreted	   by	   macrophages	   and	  dendritic	  cells	  (Oppmann	  et	  al.,	  2000)	  and	  is	  essential	  for	  differentiation	  of	  Th17	  cells	  (Aggarwal	  et	  al.,	  2003;	  Guo	  et	  al.,	  2012;	  McGeachy	  et	  al.,	  2009)	  and	  maintenance	  of	  Th17	  effector	  function	  (Stockinger	  and	  Veldhoen,	  2007;	  Veldhoen	  et	  al.,	  2006).	  IL-­‐1β	  also	   enhances	   Th17	   cell	   development	   by	   downregulating	   TGF-­‐β-­‐induced	   Foxp3	  expression	  (Ikeda	  et	  al.,	  2014;	  Mills,	  2008).	  Th17	  cells	  are	  the	  main	  producers	  of	  IL-­‐17,	   IL-­‐17F,	   IL-­‐21	   and	   IL-­‐22	   pro-­‐inflammatory	   cytokines	   that	   directly	   cause	   tissue	  injury	   and	   promote	   secretion	   of	   pro-­‐inflammatory	   cytokines	   and	   chemokines	   by	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resident	  cells	  (Turner	  et	  al.,	  2010).	  Thus,	  Th17	  cells	  are	  central	  in	  the	  development	  of	  inflammatory	   and	   autoimmune	  disorders	   (Fouser	   et	   al.,	   2008)	   and	   the	   IL-­‐23/IL-­‐17	  pathway	   is	   now	   recognised	   as	   critical	   for	   pathogenesis	   of	   many	   autoimmune	  disorders	   that	   were	   initially	   attributed	   to	   IL-­‐12	   and	   Th1	   cells	   (Cua	   et	   al.,	   2003;	  Iwakura	   and	   Ishigame,	   2006).	   Several	   studies	   have	   reported	   that	   IL-­‐23p19	  expression	  is	  regulated	  by,	  and	  is	  able	  to	  regulate,	  IL-­‐1β.	  For	  example,	  IL-­‐23p19	  was	  demonstrated	   to	   be	   strongly	   induced	   by	   IL-­‐1β	   downstream	   of	   NFκB	   and	   MAPK-­‐dependent	   AP-­‐1	   signalling	   pathways	   in	   fibroblasts	   and	  mononuclear	   cells	   from	  RA	  patients	  (Liu	  et	  al.,	  2007a;	  Sato	  et	  al.,	  2006)	  and	  to	  promote	  inflammatory	  responses	  by	   stimulating	   IL-­‐8	   and	   IL-­‐6	   production	   (Liu	   et	   al.,	   2007a).	   In	   a	   study	   involving	  administration	   of	   IL-­‐23	   cytokine	   into	   the	   peritoneum	   of	  mice,	   IL-­‐23	  was	   shown	   to	  directly	   activate	  macrophages	   in	  vivo	   to	   express	   IL-­‐1β	   and	  TNFα	  mRNA	   (Cua	   et	   al.,	  2003).	   In	   addition	   to	   promoting	   Th17	   cell	   differentiation	   and	   responses,	   IL-­‐1β	  	  functions	  to	  enhance	  antigen-­‐driven	  CD4+	  and	  CD8+	  T	  cell	  responses	  (Ben-­‐Sasson	  et	  al.,	  2013).	  Thus,	  my	  findings	  suggest	  that	  RNF144B	  has	  a	  role	  in	  modulating	  a	  subset	  of	  TLR4-­‐inducible	  cytokines	  that	  are	  important	  for	  antigen-­‐specific	  T-­‐cell	  responses.	  	  	  
4.3.2.	  	   p21WAF1	  as	  a	  candidate	  target	  of	  RNF144B	  in	  human	  macrophages.	  Cyclin-­‐dependent	  kinase	  (CDK)	  inhibitors	  (CDKI)	  are	  proteins	  that	   inhibit	  CDKs	  and	  promote	  cell	  cycle	  arrest	  when	  upregulated.	  CDKIs	  are	  divided	  into	  two	  groups,	   the	  CIP/KIP	  family	  that	  consists	  of	  p21WAF1,	  p27Kip1	  and	  p57Kip2,	  and	  the	  INK4	  family	  that	  consists	   of	   p15INK4b,	   p16INK4a,	   p18INK4c	   and	   p19INK4d	   (Sherr	   and	   Roberts,	   1995).	  p21WAF1	   is	   a	   p53	   transcriptional	   target	   protein	   that	   is	   involved	   in	   many	   cellular	  processes,	  dependent	  on	  its	  intracellular	  localisation.	  Within	  the	  nucleus,	  it	  functions	  as	   a	  negative	   cell	   cycle	   regulator	   and	   tumour	   suppressor,	  while	   in	   the	   cytoplasm	   it	  regulates	  migration,	  apoptosis	  and	  cell	  proliferation	  (Romanov	  et	  al.,	  2012).	  p21WAF1	  regulates	  cell	  cycle	  progression	  at	  the	  G1	  and	  S	  phase	  by	  binding	  and	  inhibiting	  a	  wide	  variety	   of	   cyclin/CDK	   complexes	   to	   inhibit	   their	   activity	   (Brugarolas	   et	   al.,	   1999).	  p21WAF1	   also	   binds	   to	   proliferating	   cell	   nuclear	   antigen	   (PCNA3)	   to	   block	   DNA	  synthesis	   by	   preventing	   the	   interaction	   between	   PCNA	   and	   DNA	   polymerase	   δ	  (Flores-­‐Rozas	  et	  al.,	  1994;	  Waga	  et	  al.,	  1994).	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Previous	   studies	   reported	   that	   p21WAF1	   protein	   negatively	   regulates	   IL-­‐1β	  transcription	   in	   human	   macrophages	   (Scatizzi	   et	   al.,	   2009)	   and	   that	   RNF144B	  ubiquitinates	   p21WAF1	  leading	   to	   its	   degradation	   by	   the	   proteasome	   (Conforti	   et	   al.,	  2013;	  Ng	   et	   al.,	   2003).	   Analysis	   of	   the	   domains	   responsible	   for	   repression	   of	   IL-­‐1β	  revealed	  that	  the	  CDK	  domain	  (amino	  acids	  46	  to	  65)	  of	  p21WAF1,	  and	  not	  the	  PCNA-­‐	  or	  cyclin-­‐	  binding	  domains	  was	  important	  for	  IL-­‐1β	  suppression	  (Scatizzi	  et	  al.,	  2009),	  although	   the	   exact	   mechanism	   of	   suppression	   is	   not	   known.	   In	   support	   of	   this,	  adenoviral	   gene	   transfer	   of	   either	  p21WAF1	   or	  p16INK4a	   and	   selective	   small	  molecule	  inhibition	  of	  CDK4/6	  (shared	  targets	  of	   	   	  p21WAF1	  and	  p16INK4a)	  were	  reported	  to	  be	  therapeutic	   in	   animal	   models	   of	   RA	   (Nasu	   et	   al.,	   2000;	   Sekine	   et	   al.,	   2008).	   The	  therapeutic	   effect	   of	   forced	   expression	   of	   p21WAF1	   or	   p16INK4a	   was	   attributed	   to	   a	  reduction	  in	  synovial	  fibroblast	  proliferation	  as	  well	  as	  suppression	  of	  IL-­‐1β,	  IL-­‐6	  and	  TNFα	   levels	   independently	   of	   reduced	   synovial	   proliferation	   (Nasu	   et	   al.,	   2000).	   A	  peptide	   mimic	   of	   p21WAF1	   was	   also	   reported	   to	   be	   therapeutic	   for	   murine	   lupus,	  although	  this	  was	   found	  to	  be	  due	  to	  pro-­‐apoptotic	  effects	  and	  reduced	   lymphocyte	  proliferation	  (Goulvestre	  et	  al.,	  2005).	  	  	  The	  literature	  above	  led	  to	  my	  hypothesis	  that	  p21WAF1	  protein	  was	  the	  intermediary	  component	   connecting	   RNF144B	   to	   regulation	   of	   IL-­‐1β	   expression.	   The	   proposed	  mechanism	   was	   that	   RNF144B-­‐mediated	   proteasomal	   degradation	   of	   p21WAF1	   was	  required	   for	   derepression	   of	   IL-­‐1β	   gene	   expression.	   Therefore,	   experiments	   were	  conducted	   to	   examine	   the	   effect	   of	   proteosome	   inhibition	   of	   LPS-­‐regulation	   of	  p21WAF1	   protein	   in	   primary	   human	   and	   mouse	   macrophages.	   These	   experiments	  indeed	   revealed	   that	   the	   proteasome	   had	   more	   substantial	   effects	   in	   regulating	  p21WAF1	   protein	   expression	   in	   human	   macrophages	   than	   in	   mouse	   macrophages.	  However,	   further	   functional	   analysis	   by	   gene	   knock-­‐down	  did	   not	   reveal	   a	   role	   for	  RNF144B	   in	   negatively	   regulating	   p21WAF1	   protein	   expression	   in	   HMDM.	   This	   was	  somewhat	  surprising	  because	  it	  was	  shown	  that	  knockdown	  of	  RNF144B	  by	  S-­‐labeled	  antisense	  oligonucleotides	  did	  result	  in	  increased	  p21WAF1	  protein	  at	  12	  and	  24	  h	  post	  knockdown	   in	  H1299	  cells	   (Ng	  et	  al.,	  2003).	  However,	   it	   should	  be	  noted	   that	  even	  though	  this	  study	  reported	  that	  knockdown	  of	  RNF144B	  increased	  levels	  of	  all	  forms	  of	   p21WAF1	  protein,	   as	   assessed	   by	   2D	   electrophoresis,	   p21WAF1	  protein	   levels	   as	   a	  whole	  were	  reported	  to	  be	  only	  slightly	  affected	  (Ng	  et	  al.,	  2003)	  and	  it	  was	  suggested	  that	   additional	   ubiquitination	  or	  proteolysis	   pathways	  may	   regulate	   the	   stability	   of	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p21WAF1.	   RNF144B	   knockdown	   using	   siRNA	   in	   proliferating	   human	   epithelial	  keratinocytes	   also	   resulted	   in	   accumulation	   of	   p21WAF1	   protein	   from	   3	   days	   post-­‐knockdown,	  with	  most	  evident	  p21WAF1	  protein	  accumulation	  observed	  after	  7	  days,	  in	   synchrony	   with	   the	   timing	   for	   impairment	   of	   cell	   proliferation	   (Conforti	   et	   al.,	  2013).	   RNF144B	   was	   also	   shown	   in	   this	   study	   to	   be	   sensitive	   to	   proteasomal	  degradation	  and	  relatively	  unstable	  with	  ~70%	  of	  RNF144B	  protein	  degraded	  within	  the	   first	   4	   h	   of	   cycloheximide	   inhibition	   of	   protein	   synthesis	   and	   ~90%	   protein	  degraded	   at	   36	   h	   (Conforti	   et	   al.,	   2013).	   Thus,	   it	   was	   suggested	   that	   keratinocytes	  may	   utilise	   auxiliary	   mechanisms	   to	   sustain	   RNF144B	   protein	   throughout	  keratinocyte	   differentiation	   during	   which	   its	   inducing	   factor,	   p63,	   was	  downregulated.	  In	  view	  of	  these	  findings,	  it	  is	  unlikely	  that	  residual	  RNF144B	  protein	  in	   HMDM	   was	   preventing	   p21WAF1	   protein	   accumulation,	   especially	   since	   no	  difference	  in	  p21WAF1	  protein	  was	  observed	  at	  48	  h	  post-­‐knockdown,	  while	  RNF144B	  protein	   was	   reduced	   after	   4	   h	   LPS	   stimulation,	   24	   h	   post-­‐knockdown,	   in	   cells	  electroporated	   with	   siRNA	   targeting	   RNF144B,	   compared	   to	   cells	   electroporated	  without	  siRNA	  	  (Figure	  4.5A).	  	  	  As	  an	  RBR	  ubiquitin	  ligase,	  RNF144B	  may	  also	  require	  a	  protein	  complex	  to	  mediate	  ubiquitination,	  such	  as	  with	  HOIL	  within	  the	  LUBAC	  (see	  Section	  1.2.2	  and	  Section	  
4.1).	  However,	  since	  RNF144B	  knockdown	  resulted	  in	  an	  observable	  reduction	  in	  IL-­‐1β	   mRNA	   even	   without	   concurrent	   effects	   on	   p21WAF1	   protein,	   it	   is	   difficult	   to	  conclude	   whether	   RNF144B	   does	   have	   a	   role	   in	   regulating	   p21WAF1	   protein	  expression	   in	   human	   macrophages,	   based	   on	   the	   findings	   from	   this	   chapter.	   It	   is	  possible	   that	   in	   macrophages,	   RNF144B	   is	   regulating	   only	   a	   particular	   form	   of	  p21WAF1	  protein	  that	  is	  not	  reflected	  by	  antibody	  detection	  of	  p21WAF1	  protein	  levels	  as	  a	  whole.	  It	  is	  also	  possible	  that	  RNF144B	  has	  different	  roles	  in	  regulating	  p21WAFI1	  protein	  expression	  in	  different	  cell	  types	  and/or	  in	  different	  activation	  states,	  and/or	  that	   RNF144B	   regulates	   p21WAF1	   function	   rather	   than	   protein	   expression	   levels	   in	  human	   macrophages.	   Nevertheless,	   p21WAF1	   protein	   appeared	   to	   be	   under	   more	  stringent	   control	   in	   human	   macrophages	   as	   compared	   to	   mouse	   macrophages,	   as	  p21WAF1	  protein	  was	  more	  highly	  induced	  by	  LPS	  and	  more	  sensitive	  to	  proteasomal	  degradation	   in	   unstimulated	  HMDM	  compared	   to	  BMM	   (Figure	   4.7).	   This	   suggests	  that	  it	  has	  an	  important	  role	  in	  immune	  responses,	  perhaps	  in	  control	  of	  apoptosis	  in	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human	  macrophages,	  as	  previous	  studies	  linked	  upregulation	  of	  p21WAF1	  to	  inhibition	  of	  apoptosis	  (Gartel	  and	  Tyner,	  2002;	  Xaus	  et	  al.,	  1999).	  	  p21WAF1	  function	  in	  cell	  cycle	  regulation	  was	  not	  investigated	  in	  this	  project	  as	  HMDM	  are	   terminally	   differentiated	   cells	   that	   do	   not	   undergo	   further	   proliferation.	   In	  addition,	   previous	   studies	   have	   shown	   that	   p21WAF1	  is	   LPS-­‐inducible	   in	   non-­‐cycling	  mouse	  peritoneal	  and	  human	  monocyte-­‐derived	  macrophages	  and	  that	  knockdown	  of	  p21WAF1	   in	   both	   of	   these	   macrophage	   populations	   resulted	   in	   increased	   IL-­‐1β	  secretion	   (Scatizzi	   et	   al.,	   2009).	   Furthermore,	   RNF144B	   was	   not	   LPS-­‐regulated	   in	  cycling	   BMM	   or	   in	   non-­‐cycling	   TEPM,	  whereas	   it	   was	   in	   non-­‐cycling	   HMDM.	   Thus,	  there	  was	  no	  correlation	  between	  proliferative	  status	  and	  RNF144B	  regulation	  in	  the	  macrophage	   populations	   that	   were	   examined.	   In	   consideration	   of	   these	   facts,	   it	   is	  possible	   that	   RNF144B	   regulates	   IL-­‐1β	   expression	   by	   alternative	   p21WAF1-­‐independent	  mechanisms.	  This	  is	  discussed	  further	  in	  Chapter	  6.	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5.1.	  Introduction	  One	   of	   the	   original	   goals	   of	   this	   thesis	  was	   to	   generate	   new	  knowledge	   in	   our	  understanding	  of	  direct	  antimicrobial	  pathways	  utilized	  by	  human	  macrophages.	  The	   genetic	   approach	   employed	   in	   Chapter	   3	   identified	   effects	   on	  inflammasome	  responses,	  which	  were	  pursued	  at	  a	  mechanistic	  level	  in	  Chapter	  
4.	  However,	  Chapter	  3	  did	  not	  yield	  phenotypic	  effects	  for	  the	  selected	  genes	  on	  bacterial	   clearance	   by	   human	   macrophages.	   I	   therefore	   employed	   a	  pharmacological	  approach,	  as	  a	  complementary	  strategy,	  to	  identify	  mechanisms	  involved	   in	   regulating	   human	   macrophage	   antimicrobial	   pathways.	  Pharmacological	   compounds	   found	   to	   promote	   antimicrobial	   activities	   could	  provide	   new	   opportunities	   for	   therapeutic	   exploitation,	   while	   compromised	  antimicrobial	   responses	   would	   identify	   potential	   limitations	   for	   therapeutic	  applications.	   This	   chapter	   describes	   the	   findings	   from	   the	   screening	   of	   several	  compounds,	   focusing	   on	   those	   that	   showed	   promise	   for	   modulating	   human	  macrophage	   antimicrobial	   responses,	   and	   the	   mechanisms	   by	   which	   these	  compounds	  exert	  such	  effects.	  	  Among	  the	  compounds	  chosen	  for	  investigation	  were	  HDACi	  that	  are	  currently	  in	  clinical	  use	  as	  anti-­‐cancer	  agents,	  or	  in	  development	  as	  potential	  therapeutics	  for	  inflammatory	  diseases	  (Dokmanovic	  et	  al.,	  2007;	  Kang	  et	  al.,	  2012;	  Shakespear	  et	  al.,	   2011;	  Vigushin	  et	   al.,	   2001).	  As	  mentioned	   in	  Chapter	   1,	  HDACi	  have	  been	  demonstrated	   to	  suppress	   inflammatory	  responses	   (Halili	   et	  al.,	  2009),	  but	  are	  also	   implicated	   in	   compromised	  host	  defence.	   For	   example,	  TSA	  was	   shown	   to	  interfere	   with	   innate	   immune	   responses	   by	   impairing	   production	   of	   ROS	   and	  iNOS	   and	   decreasing	   the	   expression	   of	   phagocytic	   and	   Toll-­‐like	   receptors	   in	  response	  to	  intracellular	  Gram-­‐positive	  and	  Gram-­‐negative	  pathogens	  (Mombelli	  et	  al.,	  2011;	  Roger	  et	  al.,	  2011).	  However,	   these	  findings	  were	  based	  on	  studies	  conducted	  in	  mice	  or	  in	  mouse	  macrophages,	  and	  the	  effects	  of	  HDACi	  on	  human	  macrophages	  antimicrobial	   responses	  had	  not	  yet	  been	  analysed.	  Therefore,	   in	  this	   chapter,	   the	   broad	   spectrum	  HDACi,	   TSA	   and	   SAHA,	  were	   investigated	   for	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effects	   on	   human	   macrophage	   antimicrobial	   responses	   against	   E.	   coli	   and	   S.	  Typhimurium.	  	  	  In	  addition	   to	  HDACi,	  GPCRs	  were	   considered	  as	   relevant	  agents	   to	   investigate	  for	  effects	  on	  human	  macrophage	  antimicrobial	  pathways,	  since	  many	  GPCRs	  are	  involved	   in	   regulation	   of	  macrophage	   functions	   (Lattin	   et	   al.,	   2007)	   and	   GPCR	  and	   TLR	   crosstalk	   impacts	  many	   inflammatory	   and	   antimicrobial	   pathways	   in	  macrophages	   (Hajishengallis	   and	   Lambris,	   2010;	   Hajishengallis	   and	   Lambris,	  2011).	   In	   particular,	   studies	   on	   C5aR	   report	   that	   crosstalk	   between	   C5aR	   and	  TLR4	   modulates	   secretion	   of	   pro-­‐inflammatory	   cytokines	   (Bosmann	   et	   al.,	  2011a;	  Bosmann	   et	   al.,	   2011b;	  Hawlisch	   et	   al.,	   2005;	  Okazaki	   et	   al.,	   2011)	   and	  that	   crosstalk	   between	   C5aR	   and	   TLRs	   is	   exploited	   by	   pathogens	   such	   as	   S.	  
aureus	  and	  P.	  gingivalis	  to	  subvert	  antimicrobial	  responses	  (Postma	  et	  al.,	  2004;	  Wang	  et	  al.,	  2010b).	  There	  is	  also	  considerable	  interest	  in	  C5aR	  as	  a	  therapeutic	  target	  in	  inflammatory	  diseases	  (Abe	  et	  al.,	  2012;	  Dang	  et	  al.,	  2015;	  Fonseca	  et	  al.,	  2009;	  Iyer	  et	  al.,	  2011;	  Li	  et	  al.,	  2014b;	  Staab	  et	  al.,	  2014;	  Woodruff	  et	  al.,	  2006;	  Xu	   et	   al.,	   2014;	   Zhang	   et	   al.,	   2014).	   However,	   the	   majority	   of	   studies	   on	   the	  mechanism	  of	  C5aR	  crosstalk	  with	  TLR4	  utilised	  mouse	  rather	  than	  human	  cells	  (Cavaillon	   et	   al.,	   1990;	  Hajishengallis	   and	   Lambris,	   2010).	   As	   a	   previous	   study	  reported	   divergence	   in	   transcriptional	   responses	   of	   TLR4-­‐regulated	   genes	   in	  human	   and	  mouse	  macrophages	   (Schroder	   et	   al.,	   2012a),	   it	  was	   imperative	   to	  conduct	   investigations	   on	   GPCRs	   in	   human	   macrophages	   as	   	   well.	   Thus,	  modulators	   of	   the	   C5aR	   and	   other	   GPCRs	   were	   tested	   for	   effects	   on	   human	  macrophage	   antimicrobial	   pathways	   upon	   co-­‐infection	   with	   E.	   coli	   and	   S.	  Typhimurium.	  Among	  the	  GPCR	  ligands	  screened,	  the	  complement	  product	  C5a	  was	   found	   to	   influence	   pro-­‐inflammatory	   cytokine	   production	   and	   bacterial	  clearance	  by	  human	  macrophages.	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5.2.	  Results	  
5.2.1.	   IFNγ	   priming	   effectively	   reduces	   E.	   coli	   intracellular	   survival	   in	  
human	  macrophages	  Prior	   to	   conducting	   experiments	   to	   test	   various	   pharmacological	   compounds,	  experiments	  were	  conducted	  using	  IFNγ,	  a	  soluble	  cytokine	  belonging	  to	  the	  type	  II	   class	   of	   interferons	   (Gray	   and	   Goeddel,	   1982),	   so	   as	   to	   establish	   a	   positive	  control	   for	   these	   studies.	   IFNγ	   has	   a	   well-­‐established	   role	   in	   promoting	  macrophage	  antimicrobial	   responses	   (Schroder	  et	  al.,	  2004).	  The	  effect	  of	   IFNγ	  on	  the	  capacity	  of	  human	  macrophages	  to	  clear	  intracellular	  E.	  coli	  was	  examined	  by	   conducting	   initial	   experiments	   using	   PMA-­‐differentiated	   THP-­‐1	   cells.	   PMA-­‐differentiated	  THP-­‐1	   cells	  were	  primed	  with	   5	   ng/mL	  of	   human	   IFNγ	   for	   24	  h	  followed	  by	  infection	  with	  E.	  coli	  at	  a	  MOI	  of	  10	  and	  100.	  Intracellular	  survival	  of	  
E.	  coli	  was	  assayed	  at	  2,	  8	  and	  24	  h	  post-­‐infection.	  IFNγ	  priming	  reduced	  E.	  coli	  survival	   by	   approximately	   50%	   at	   8	   and	   24	   h	   post-­‐infection	   (Figure	   5.1A).	  Similar	  experiments	  were	  performed	  in	  HMDM	  cells.	  In	  these	  cells,	  IFNγ	  had	  an	  even	   more	   substantial	   antimicrobial	   effect,	   with	   significant	   reduction	   of	  intracellular	  survival	  of	  E.	  coli	  in	  IFNγ	  pre-­‐treated	  versus	  untreated	  cells	  at	  2	  and	  8	   h	   post-­‐infection,	  while	   survival	   of	  E.	  coli	   at	   24	   h	   untreated	   and	   IFNγ	   treated	  HMDM	  was	  minimal	   (Figure	   5.1B).	   HMDM	   viability	   was	   not	   affected	   by	   IFNγ	  treatment	   as	   assayed	  by	  MTT	  assay	   (Figure	   5.1C),	   thus	   implying	   that	   reduced	  bacterial	   loads	  reflected	  enhanced	  killing	  capacity	  of	  the	  HMDM.	  These	  findings	  suggested	  that	  HMDM	  provided	  a	  more	  sensitive	  system	  than	  PMA-­‐differentiated	  THP-­‐1	  macrophages	  to	  monitor	  agents	  that	  modulate	  macrophage	  antimicrobial	  pathways.	  Thus,	  subsequent	  experiments	  utilised	  HMDM.	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Figure	   5.1:	   Priming	   with	   IFNγ 	   reduces	   intracellular	   survival	   of	   E.	   coli	   in	  
human	  macrophages.	  	  PMA-­‐differentiated	  THP1	  and	  HMDM	  cells	  were	  treated	  with	  5	  ng/mL	  IFNγ	  for	  24	   h	   then	   infected	  with	  E.	   coli	  at	  MOI	   100.	   Intracellular	   survival	   of	  E.	   coli	  was	  assessed	  at	  2,	  8	  and	  24	  h	   in	  (A)	  PMA-­‐differentiated	  THP1	  cells	  and	  (B)	  HMDM	  cells.	  (C)	  HMDM	  cell	  viability	  was	  assessed	  by	  MTT	  assay.	  Data	  (mean+SEM)	  are	  combined	   from	   3	   (HMDM)	   or	   4	   (PMA-­‐differentiated	   THP1	   cells)	   independent	  experiments,	   and	   are	   presented	   as	   fold	   change	   relative	   to	   untreated	   controls.	  *P<0.05;	  ****P<0.0001;	  by	  unpaired	  t-­‐test.	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5.2.2.	   Priming	  with	  SAHA	  reduces	  S.	  Typhimurium	   intracellular	   survival	   in	  
M-­‐CSF-­‐derived	  HMDM.	  	  Having	  established	  the	  above	  system	  for	  monitoring	  modulation	  of	  macrophage	  antimicrobial	   pathways,	   initial	   experiments	   to	   investigate	   the	   effect	   of	   HDACi	  treatment	   were	   conducted	   using	   SAHA.	   In	   initial	   experiments,	   HMDM	   were	  primed	  with	  10	  μM	  SAHA	  or	  5	  ng/mL	  IFNγ	  (as	  a	  positive	  control)	  overnight	  for	  18	  h.	  Cells	  were	   then	   infected	  with	  E.	  coli	  or	  S.	  Typhimurium	  at	  MOI	  100.	  As	  a	  professional	  intracellular	  pathogen,	  S.	  Typhimurium	  survival	  within	  HMDM	  at	  24	  h	  post-­‐infection	  is	  higher	  than	  E.	  coli.	  This	  pathogen	  was	  thus	  incorporated	  as	  the	  primary	  screen	  to	  allow	  for	  more	  accurate	  analysis	  of	  antimicrobial	  effects	  that	  might	  only	  be	  apparent	  at	   later	  time	  points.	   Intracellular	  survival	  was	  assessed	  at	  2	  and	  24	  h	  post-­‐infection,	  and	  cell	  viability	  was	  also	  examined	  by	  LDH	  release	  assays,	   using	   supernatants	   collected	   at	   24	   h	   post-­‐infection.	   As	   expected,	   IFNγ	  priming	  reduced	  survival	  of	  both	  E.	  coli	  and	  S.	  Typhimurium	  in	  HMDM	  at	  2	  h	  and	  24	  h	  post-­‐infection.	  Interestingly,	  priming	  with	  SAHA	  also	  reduced	  survival	  of	  E.	  
coli	   and	  S.	  Typhimurium,	  with	  a	   similar	   effect	  observed	   to	   that	   seen	  with	   IFNγ	  priming	   	   (Figure	   5.2A	   and	  B).	   This	  was	   not	   due	   to	  HDACi-­‐induced	   cell	   death,	  since	  SAHA	  at	  the	  concentration	  used	  did	  not	  increase	  LDH	  release	  from	  HMDM	  (Figure	  5.2C).	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Figure	  5.2:	  Priming	  with	  SAHA	  reduces	  intracellular	  survival	  of	  E.	  coli	  and	  S.	  
Typhimurium	  in	  primary	  human	  macrophages.	  	  HMDM	  were	  primed	  with	  10	  μM	  SAHA	  or	  5	  ng/mL	  IFNγ	   for	  18	  h	   then	   infected	  with	  E.	  coli	  or	  S.	  Typhimurium	  at	  MOI	  100.	  Intracellular	  survival	  was	  assessed	  at	  2	   and	   24	   h	   post-­‐infection.	   (A)	   Intracellular	   survival	   of	   E.	   coli	   at	   24	   h	   post-­‐infection.	  Data	  (mean+range)	  shows	  technical	  replicates	  from	  1	  experiment,	  and	  are	  representative	  of	  3	  independent	  experiments.	   (B)	  Intracellular	  survival	  of	  S.	  Typhimurium	  at	  2	  and	  24	  h	  post-­‐infection	  Data	  (mean+SEM)	  are	  combined	  from	  3	   independent	   experiments,	   and	   are	   presented	   as	   fold	   change	   relative	   to	  untreated	   controls.	   ***P<0.001;	   by	   one-­‐way	   ANOVA	   followed	   by	   Dunnett’s	  Multiple	  Comparison	  test.	  (C)	  Cell	  death	  was	  quantified	  by	  assessing	  LDH	  release	  into	   culture	   supernatants	   from	   HMDM	   infected	   with	   S.	   Typhimurium.	   Data	  (mean+range)	  are	  combined	  from	  2	  independent	  experiments.	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5.2.3.	   SAHA	  does	  not	  affect	  bacterial	  proliferation	  Although	  priming	  with	  10	  μM	  SAHA	  appeared	  to	  reduce	  intracellular	  survival	  of	  
E.	  coli	  and	  S.	  Typhimurium	  in	  HMDM,	  there	  was	  a	  possibility	  that	  the	  compound	  itself	  was	  directly	  affecting	  bacterial	  growth	  or	  survival	  (rather	  than	  influencing	  on	  macrophage	   antimicrobial	   responses).	   In	   order	   to	   examine	   this	   possibility,	  the	   effect	   of	   SAHA	   on	   the	   growth	   of	   S.	   Typhimurium	   was	   monitored.	   S.	  Typhimurium	  was	  grown	  overnight	  in	  LB	  broth.	  On	  the	  following	  day,	  1	  AU600nm	  of	  S.	  Typhimurium	  was	  used	  to	   inoculate	  cell	  culture	  media,	  and	  these	  cultures	  were	  grown	   in	   the	  presence	  or	  absence	  of	  30	  μM	  SAHA.	  The	  optical	  density	  of	  bacterial	   cultures	  was	  measured	  by	  spectrophotometry	  over	  a	  period	  of	  7	  h	   to	  monitor	   S.	  Typhimurium	   growth.	   There	   was	   no	   difference	   in	   S.	  Typhimurium	  growth	   in	   cell	   culture	   media	   with	   or	   without	   treatment	   with	   30	   μM	   SAHA,	  indicating	   that	   this	  HDAC	   inhibitor	  was	  not	   exerting	  direct	   effects	   on	  bacterial	  growth	   (Figure	   5.3).	   Thus,	   this	   finding	   supported	   the	   conclusion	   that	   SAHA	  treatment	   reduced	   intracellular	   bacterial	   survival	   by	   enhancing	   macrophage	  antimicrobial	  responses.	  	  
	  
	  
Figure	  5.3:	  SAHA	  treatment	  does	  not	  impair	  S.	  Typhimurium	  growth.	  	  
S.	  Typhimurium	  were	  cultured	   in	  HMDM	  complete	  cell	  media	  alone	  or	  with	  30	  μM	  SAHA	  over	  7	  h.	  Optical	  densities	  of	  cultures	  were	  measured	  as	  an	  indication	  of	  the	  rate	  of	  growth	  of	  S.	  Typhimurium.	  Data	  (mean+SEM)	  are	  combined	  from	  3	  independent	  experiments.	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5.2.4.	   Priming	  or	  co-­‐treatment	  with	  SAHA	  reduces	  intracellular	  survival	  of	  S.	  
Typhimurium	  	  and	  E.	  coli	  in	  HMDM.	  Consequently,	   it	   was	   of	   interest	   to	   examine	   the	   effect	   of	   SAHA	   in	   HMDM	   co-­‐treated	  with	  S.	  Typhimurium	   infection	   to	   see	   if	   acute	   treatment	   also	   enhanced	  antimicrobial	   responses.	   Thus,	   HMDM	  were	   primed	   or	   co-­‐treated	   with	   10	   μM	  SAHA	   and	   infected	   with	   S.	  Typhimurium	   or	   E.	   coli	   at	   MOI	   100.	   Again,	   HMDM	  were	   also	   primed	   with	   5	   ng/mL	   IFNγ	   as	   a	   positive	   control	   for	   activation	   of	  macrophage	   antimicrobial	   mechanisms.	   As	   previously	   observed,	   priming	   with	  SAHA	  resulted	  in	  reduction	  in	  intracellular	  survival	  of	  both	  S.	  Typhimurium	  and	  
E.	  coli	   at	   24	  h	  post-­‐infection	  with	  80-­‐90%	  reduction	   in	  bacterial	   loads	   (Figure	  
5.4A	   to	   D).	   In	   comparison,	   co-­‐treatment	  with	   SAHA	   also	   reduced	   intracellular	  survival,	  but	  this	  regime	  was	  somewhat	  less	  effective	  than	  priming	  with	  SAHA.	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Figure	   5.4:	   Co-­‐treatment	   of	   primary	   human	   macrophages	   with	   SAHA	  
reduces	  intracellular	  survival	  of	  S.	  Typhimurium	  and	  E.	  coli.	  	  HMDM	  were	  primed	  with	  either	  10	  μM	  SAHA	  or	  5	  ng/mL	  IFNγ  for	  18	  h,	  and	  were	  then	   infected	  with	  S.	   Typhimurium	  or	  E.	  coli	   at	  MOI	  100.	  Alternatively,	  HMDM	  were	   co-­‐treated	   with	   10μM	   SAHA	   at	   the	   time	   of	   infection.	   (A-­‐B)	   Intracellular	  survival	   of	   (A)	   S.	   Typhimurium	   and	   (B)	   E.	   coli	   was	   assessed	   at	   24	   h	   post-­‐infection.	  Data	  (mean+SEM)	  are	  combined	  from	  4	  independent	  experiments,	  and	  are	   presented	   as	   fold	   change	   relative	   to	   untreated	   controls.	   ***P<0.001;	  ****P<0.0001;	   by	   one-­‐way	  ANOVA	   followed	   by	  Dunnett’s	  Multiple	   Comparison	  test.	   p	   indicates	   primed	   treatments,	   co	   indicates	   co-­‐treatment.	   (C-­‐D)	  Representative	   experiments	   showing	   intracellular	   survival	   of	   (C)	   S.	  Typhimurium	   and	   (D)	   E.	   coli.	   Data	   (mean+range)	   shows	   technical	   replicates	  from	  1	  experiment.	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5.2.5.	   Comparison	  of	  efficacy	  of	  TSA	  and	  SAHA	  as	  HDAC	  inhibitors	  in	  HMDM	  SAHA	  is	  a	  broad-­‐spectrum	  HDAC	  inhibitor	  that	  targets	  multiple	  Class	  I	  and	  Class	  II	  HDACs.	  However,	   it	  was	   possible	   that	   effects	   on	   non-­‐HDAC	   targets	   could	   be	  responsible	   for	   the	   effects	   on	   bacterial	   clearance	   that	   were	   observed.	   Thus,	  comparison	   with	   another	   broad-­‐spectrum	   HDACi,	   Trichostatin	   A	   (TSA),	   was	  considered	  useful	   to	  determine	  whether	   the	  observed	  phenotype	   likely	   related	  to	  HDAC	  inhibition.	  Moreover,	  comparison	  between	  these	  two	  HDACi	  could	  also	  be	  useful	   for	  future	  investigation	  into	  which	  HDACs	  are	  involved	  in	  modulating	  antimicrobial	   responses.	   Although	   it	   is	   difficult	   to	   completely	   and	   accurately	  characterise	   the	   HDACs	   targeted	   by	   TSA	   and	   SAHA	   due	   to	   difficulties	   in	  producing	   active	   recombinant	   enzymes	   for	   in	   vitro	   assays,	   TSA	   and	   SAHA	   are	  reported	  to	  target	  overlapping	  but	  distinct	  combinations	  of	  HDACs	  (TSA	  targets	  Class	   I	   HDACs:	   HDAC	   1	   and	   3,	   and	   Class	   II	   HDACs:	   HDAC	   4,	   6,	   and	   10	   with	  IC50~20	  nM,	  while	  SAHA	  targets	  Class	  I	  HDACs:	  HDACs	  1,	  2,	  3	  and	  Class	  II	  HDACs:	  HDAC	  6	  with	  IC50<86	  nM)	  providing	  an	  avenue	  for	  narrowing	  down	  the	  HDACs	  involved	  in	  antimicrobial	  mechanisms	  (Miller	  et	  al.,	  2003;	  Xu	  et	  al.,	  0000).	  	  	  To	   determine	   the	   concentrations	   of	   TSA	   and	   SAHA	   that	   have	   approximately	  equal	   effects	   in	   causing	   histone	   hyperacetylation	   (a	   hallmark	   of	   HDAC	  inhibition),	  HMDM	  were	  treated	  with	  varying	  concentrations	  of	  TSA	  and	  SAHA	  to	  compare	  the	  effect	  on	  acetylation	  of	  histone	  H3.	   It	  was	   found	  that	  treatment	  of	  HMDM	  with	  1	  μM	  of	  TSA	   and	  10	  μM	  of	   SAHA	   resulted	   in	   approximately	   equal	  levels	  of	  hyperacetylation	  of	  histone	  H3	  protein	  (Figure	  5.5).	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Figure	   5.5:	   Levels	   of	   acetylated	   histone	   H3	   protein	   in	   primary	   human	  
macrophages	  after	  treatment	  with	  TSA	  or	  SAHA	  is	  comparable.	  	  HMDM	  were	  treated	  with	  1	  µM	  TSA	  or	  10	  µM	  SAHA	  for	  6	  h,	  then	  cell	  lysates	  were	  harvested	   and	   western	   blots	   conducted.	   Data	   shows	   immunoblots	   from	   one	  experiment,	  and	  is	  representative	  of	  3	  independent	  experiments.	  	  	  
5.2.6.	   Priming	   with	   HDAC	   inhibitors	   reduces	   phagocytosis	   of	   S.	  
Typhimurium	  	  and	  E.	  coli	  in	  HMDM,	  whilst	  co-­‐treatment	  with	  HDAC	  inhibitors	  
does	  not.	  Since	   the	   previous	   experiments	   with	   SAHA	   priming	   showed	   reduced	  intracellular	  survival	  even	  at	  2	  h	  post-­‐infection	  (Figure	  5.2B),	  it	  was	  important	  to	   determine	  whether	   the	   HDACi	  was	   having	   an	   effect	   on	   phagocytosis	   rather	  than	   intracellular	  survival.	  This	  was	  particularly	   important	  as	  studies	   in	  mouse	  macrophages	  showed	  that	  18	  h	  priming	  with	  TSA	  and	  another	  broad-­‐spectrum	  HDACi,	  valproic	  acid,	  reduced	  cellular	  uptake	  of	  E.	  coli	  and	  Staphyloccocus	  aureus	  (Mombelli	  et	  al.,	  2011).	  To	  assess	  phagocytosis,	  uptake	  of	  pHrodoTM	  Green	  E.	  coli	  Bioparticles	   was	   measured	   by	   flow	   cytometry.	   These	   non-­‐living	   E.	   coli	   are	  conjugated	   to	   a	   pH-­‐sensitive	   dye	   that	   is	   non-­‐fluorescent	   outside	   the	   cell	   at	  neutral	  pH,	  but	   fluoresces	  under	  acidic	  conditions,	   such	  as	  within	  phagosomes.	  HMDM	  were	  primed	  with	  either	  1	  μM	  TSA,	  10	  μM	  SAHA	  or	  5	  ng/mL	  IFNγ 	  for	  18	  h,	   followed	   by	   treatment	   with	   pHrodoTM	   Green	   E.	   coli	   for	   1.5	   h.	   Alternatively,	  HMDM	  were	  co-­‐treated	  with	  pHrodoTM	  Green	  E.	  coli	  and	  either	  1	  μM	  TSA,	  10	  μM	  SAHA,	   5	   ng/mL	   IFNγ 	   or	   10	   μM	   cytochalasin	   D	   for	   1.5	   h.	   Treatment	   with	  cytochalasin	  D	  was	  conducted	  as	  a	  positive	  control	  for	  inhibition	  of	  phagocytosis,	  as	  this	  agent	   inhibits	  actin	  polymerisation	  and	  thus	  phagocytosis	  (Casella	  et	  al.,	  1981).	   Phagocytic	   uptake	   of	   pHrodoTM	   Green	   E.	   coli	   was	   then	   measured	   by	  median	   fluorescence	   intensity	   as	   assessed	  by	   flow	   cytometry.	   Priming,	   but	   not	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co-­‐treatment	   with	   either	   TSA	   or	   SAHA,	   was	   found	   to	   reduce	   phagocytosis	   of	  pHrodoTM	  Green	  E.	  coli	  by	  50%	  or	  more	  in	  HMDM	  (Figure	  5.6).	  	  	  
	  
Figure	  5.6:	  Priming,	  but	  not	  co-­‐treatment,	  of	  primary	  human	  macrophages	  
with	  HDAC	  inhibitors	  impairs	  phagocytosis	  of	  E.	  coli.	  	  HMDM	  were	   primed	  with	   1	   μM	   TSA,	   10	   μM	   SAHA	   or	   5	   ng/mL	   IFNγ 	   for	   18	   h,	  followed	   by	   treatment	   with	   pHrodoTM	   Green	   E.	   coli	   for	   1.5	   h.	   Alternatively,	  HMDM	  were	  co-­‐treated	  with	  pHrodoTM	  Green	  E.	  coli	  and	  either	  1	  μM	  TSA,	  10	  μM	  SAHA,	  5	  ng/mL	  IFNγ 	  or	  10	  μM	  cytochalasin	  D	  for	  1.5	  h.	  Phagocytic	  uptake	  of	  E.	  
coli	   was	   then	  measured	   by	  median	   fluorescence	   intensity	   as	   assessed	   by	   flow	  cytometry.	   Data	   (mean+SEM,	   combined	   from	   3	   independent	   experiments)	  represents	   fold	  change	  relative	   to	  control	  cells	   treated	  with	  pHrodoTM	  Green	  E.	  
coli.	   ****P≤0.0001;	   by	   one-­‐way	   ANOVA	   followed	   by	   Dunnett’s	   Multiple	  Comparison	   test.	   p	   indicates	   treatments	   in	   which	   cells	   were	   primed	   with	  indicated	  agents,	  whilst	  co	  indicates	  co-­‐treatment	  with	  indicated	  agents.	  	  Alongside	   these	   phagocytosis	   assays,	   HMDM	   from	   matched	   donors	   were	   co-­‐treated	  with	  1	  μM	  TSA	  or	  10	  μM	  SAHA	  upon	  infection	  with	  live	  S.	  Typhimurium	  and	  E.	  coli.	  Intracellular	  survival	  was	  assessed	  at	  1	  h	  as	  an	  additional	  assessment	  of	  effect	  of	  HDACi	  on	  phagocytosis,	  as	  well	  as	  at	  24	  h	  to	  determine	  whether	  co-­‐treatment	   reduced	   intracellular	  bacteria	   survival.	  Both	  TSA	  and	  SAHA	   reduced	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bacterial	   survival	   at	   24	   h	   post-­‐infection,	   with	   TSA	   having	   a	  more	   pronounced	  effect	  than	  SAHA	  (Figure	  5.7).	  In	  contrast,	  bacterial	  survival	  at	  1	  h	  post-­‐infection	  was	   not	   affected	   by	   co-­‐treatment	   with	   either	   of	   the	   HDACi.	   These	   findings	  confirm	   that	   co-­‐treatment	   with	   HDACi	   does	   not	   affect	   phagocytosis,	   but	   still	  promotes	  clearance	  of	  intracellular	  bacteria.	  The	  results	  also	  explain	  the	  greater	  effect	   of	   priming	   with	   SAHA,	   as	   compared	   to	   co-­‐treatment,	   in	   affecting	  intracellular	  bacterial	  loads	  in	  earlier	  experiments	  (Figure	  5.4).	  	  
	  
Figure	   5.7:	   Co-­‐treatment	   of	   primary	   human	   macrophages	   with	   TSA	   and	  
SAHA	  reduces	  intracellular	  survival	  of	  S.	  Typhimurium	  and	  E.	  coli.	  	  HMDM	  were	   co-­‐treated	   with	   either	   1	   μM	   TSA	   or	   10	   μM	   SAHA	   at	   the	   time	   of	  infection	  with	  S.	  Typhimurium	  or	  E.	  coli	  at	  MOI	  100.	  Intracellular	  survival	  of	  (A)	  
S.	  Typhimurium	  and	  (B)	  E.	  coli	  was	  assessed	  at	  1	  h	  and	  24	  h	  post-­‐infection.	  Data	  (mean+SEM)	  are	  combined	  from	  3	  independent	  experiments,	  and	  are	  presented	  as	  fold	  change	  relative	  to	  untreated	  controls.	  	  	  ***P<0.001;	  **P<0.01;	  by	  one-­‐way	  ANOVA	   followed	   by	   Dunnett’s	   Multiple	   Comparison	   test.	   co	   indicates	   co-­‐treatment.	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5.2.7.	   Co-­‐treatment	  of	  HMDM	  with	  TSA	  or	  SAHA	  at	  the	  time	  of	  infection	  with	  
S.	  Typhimurium	  increases	  mitochondrial	  ROS	  production	  Since	   treatment	   with	   TSA	   and	   SAHA	   reduced	   intracellular	   survival	   in	   human	  macrophages,	   subsequent	   studies	   investigated	   the	   antimicrobial	   mechanisms	  that	   might	   be	   involved.	   Immediate	   antimicrobial	   responses	   such	   as	   NADPH	  oxidase-­‐dependent	   ROS	   generation	   were	   unlikely	   to	   be	   involved,	   because	  intracellular	   bacterial	   loads	   at	   1	   h	   post-­‐infection	   were	   not	   affected	   by	   co-­‐treatment	   with	   HDACi.	   In	   contrast,	   TLR-­‐inducible	   mitoROS	   production	   was	  previously	  shown	  to	  occur	  as	  a	  late	  response	  in	  mouse	  macrophages,	  and	  to	  have	  an	   important	  role	   in	   the	  clearance	  of	   intracellular	  S.	  Typhimurium	  (West	  et	  al.,	  2011).	   Moreover,	   previous	   studies	   have	   reported	   that	   treatment	   with	   various	  HDACi,	   including	  TSA,	  results	   in	   loss	  of	  mitochondrial	  membrane	  potential	  and	  induction	   of	  mitoROS	   in	   breast	   cancer	   cells	   and	   human	   lymphoma	   U937	   cells	  (Rehman	   et	   al.,	   2014;	   Sun	   et	   al.,	   2014).	   For	   these	   reasons,	   experiments	   were	  conducted	  to	  determine	  whether	  HDACi	  enhanced	  the	  generation	  of	  mitoROS	  by	  HMDM	  upon	  bacterial	  challenge.	  	  To	  measure	  release	  of	  mitoROS,	  HMDM	  were	  co-­‐treated	  with	  1	  μM	  TSA	  or	  10	  μM	  SAHA	  during	   infection	  with	  S.	  Typhimurium	  at	  MOI	   100.	   At	   6	   h	   post-­‐infection,	  MitoSOXTM	  Red	   was	   added	   to	   cells	   and	   10	  minutes	   later,	   median	   fluorescence	  intensity	   was	   measured	   by	   flow	   cytometry.	   MitoSOXTM	   Red	   is	   a	   dye	   that	  possesses	  a	  positive	  charge	  due	  to	  a	  triphosphonium	  group,	  selectively	  targeting	  it	   to	   the	   mitochondria.	   Within	   live	   cells,	   MitoSOXTM	   Red	   is	   oxidised	   by	  mitochondrial	   superoxide	   (but	   not	   by	   other	   ROS	   or	   RNS)	   and	   subsequently	  fluoresces	   red	   upon	   binding	  mitochondrial	   nucleic	   acids.	   No	   fluorescence	   was	  emitted	  from	  S.	  Typhimurium-­‐infected	  cells	  compared	  to	  uninfected	  cells,	  while	  addition	   of	   MitoSOXTM	   Red	   alone	   resulted	   in	   a	   slight	   increase	   in	   median	  fluorescence	  (Figure	  5.8).	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Figure	  5.8:	  Co-­‐treatment	  of	  HMDM	  with	  either	  TSA	  or	  SAHA	  at	  the	  time	  of	  
infection	  with	  S.	  Typhimurium	  enhances	  mitochondrial	  ROS	  generation.	  HMDM	  were	  co-­‐treated	  with	  1	  μM	  TSA	  or	  10	  μM	  SAHA	  during	  infection	  with	  S.	  Typhimurium	  at	  MOI	   100.	   At	   6	   h	   post-­‐infection,	   MitoSOXTM	  Red	  was	   added	   to	  cells	  and	  10	  minutes	  later,	  median	  fluorescence	  intensity	  was	  measured	  by	  flow	  cytometry.	   Data	   (mean+SEM,	   combined	   from	   3	   independent	   experiments)	  represents	  fold	  change	  relative	  to	  untreated	  control	  cells.	  *P<0.05;	  **P<0.01;	  by	  one-­‐way	  ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	  	  Median	   fluorescence	   was	   further	   increased	   in	   S.	   Typhimurium-­‐infected	   cells	  treated	   with	   MitoSOXTM	   Red,	   in	   accordance	   with	   previous	   reports	   that	   TLR	  activation	   triggers	   mitoROS	   production	   in	   mouse	   macrophages	   (West	   et	   al.,	  2011).	  Whereas	   SAHA	   and	  TSA	   alone	   did	   not	   elicit	  mitoROS	   production,	   these	  compounds	   significantly	   enhanced	   S.	   Typhimurium-­‐induced	   mitoROS	  production.	  Thus,	  this	   indicates	  that	  co-­‐treatment	  of	  HMDM	  with	  HDACi	  during	  infection	  with	  S.	  Typhimurium	  resulted	  in	  increased	  generation	  of	  mitoROS.	  This	  raised	   the	   possibility	   that	   this	   effect	   was	   causal	   for	   the	   enhanced	   bacterial	  clearance	  observed	  upon	  co-­‐treatment	  with	  HDACi.	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5.2.8.	   Inhibition	   of	   mitochondrial	   ROS	   production	   rescues	   survival	   of	   S.	  
Typhimurium	  in	  HMDM	  co-­‐treated	  with	  TSA	  or	  SAHA.	  	  MitoTracker	   Red	   CMXRos	   (obtained	   as	   a	   kind	   gift	   from	   Dr.	   Markus	   Kerr,	  Teasdale	  Group,	  Institute	  for	  Molecular	  Bioscience)	  is	  a	  mitochondrial	  stain	  that	  is	   commonly	   used	   to	   measure	   mitochondrial	   membrane	   potential	   (MMP).	   It	  binds	   irreversibly	   to	   the	  polarised	  mitochondrial	  membrane,	   is	  retained	  within	  the	  mitochondria	  (Poot	  et	  al.,	  1996)	  and	  thus	  blocks	  generation	  of	  mitoROS.	  To	  determine	  whether	  mitoROS	  contributed	   to	  enhanced	  bacterial	   clearance	  upon	  HDACi	  co-­‐treatment,	  MitoTracker	  Red	  CMXRos	  was	  used	  to	  block	  generation	  of	  mitoROS	  in	  infection	  assays.	  	  	  	  Treatment	   of	   S.	  Typhimurium-­‐infected	   HMDM	   with	   MitoTracker	   Red	   CMXRos	  was	  first	  optimised	  by	  treating	  cells	  with	  varying	  concentrations	  over	  24	  h	  and	  monitoring	   cell	   viability,	   to	   assess	   the	   incidence	   of	   cell	   death	   due	   to	   impaired	  mitochondria	   function.	   It	   was	   found	   that	   these	   cells	   tolerated	   treatment	   of	  HMDM	  for	  24	  h	  with	  MitoTracker	  Red	  CMXRos	  at	  concentrations	  up	  to	  200	  nM,	  whereas	  treatment	  with	  500	  nM	  caused	  significant	  cell	  death	  (data	  not	  shown).	  Following	   these	   initial	   optimisation	   experiments,	   HMDM	   cells	   were	   co-­‐treated	  with	  1	  μM	  TSA	  in	  the	  presence	  or	  absence	  of	  100	  nM	  or	  200	  nM	  MitoTracker	  Red	  CMXRos	   during	   infection	   with	   S.	  Typhimurium	   at	   MOI	   100	   to	   investigate	   the	  effect	   of	   mitoROS	   inhibition	   on	   HDACi-­‐mediated	   bacterial	   clearance.	   In	   these	  experiments,	  the	  effects	  of	  only	  TSA	  only	  were	  investigated,	  since	  this	  compound	  appeared	   to	   be	   somewhat	   more	   active	   than	   SAHA	   in	   the	   co-­‐treatment	  experiments	   (Figure	   5.7).	   As	   expected,	   co-­‐treatment	   with	   1	   μM	   TSA	   reduced	  Salmonella	  survival	  at	  both	  8	  and	  24	  h	  post-­‐infection.	   Interestingly,	  addition	  of	  MitoTracker	   Red	   CMXRos	   blocked	   this	   effect	   at	   both	   time	   points,	   without	   any	  significant	   effect	   on	   cell	   viability	   (Figure	   5.9A	   and	   B).	   This	   supports	   the	  hypothesis	  that	  co-­‐treatment	  with	  HDACi	  promotes	  mitoROS	  generation,	  leading	  to	  enhanced	  clearance	  of	  intracellular	  bacteria.	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Figure	   5.9:	   Inhibition	   of	   mitochondrial	   ROS	   generation	   prevents	   HDACi	  
from	  promoting	  clearance	  of	  S.	  Typhimurium	  from	  HMDM.	  HMDM	  were	  co-­‐treated	  with	  1	  μM	  TSA	  in	  the	  presence	  or	  absence	  of	  100	  or	  200	  nM	  Mitotracker®	  CMXRos	  during	  infection	  with	  S.	  Typhimurium	  at	  MOI	  100.	  (A)	  Intracellular	   survival	   was	   assessed	   at	   8	   and	   24	   h	   post-­‐infection.	   Data	  (mean+SEM)	  are	   combined	   from	  3	   independent	   experiments.	   *P<0.05;	  by	  one-­‐way	  ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	  (B)	  Cell	  death	  was	  assessed	   by	   quantifying	   LDH	   release	   from	   24	   h	   culture	   supernatants.	   Data	  (mean+range)	   are	   combined	   from	   2	   independent	   experiments.	   100	   and	   200	  indicates	  concentration	  of	  CMXRos	  in	  nM.	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5.2.9.	   C5a	   co-­‐treatment	   with	   S.	   Typhimurium	   reduces	   IL-­‐6	   release	   and	   S.	  
Typhimurium	  survival	  in	  HMDM.	  	  A	  second	  component	  of	  Chapter	  5	  focused	  on	  exploring	  synergy	  between	  C5aR	  and	   TLR4	   in	   human	  macrophages,	   particularly	   in	   the	   context	   of	   antimicrobial	  responses.	  These	  experiments	  were	  undertaken	  in	  collaboration	  with	  Dr.	  Vernon	  Seow	   (Fairlie	   Lab,	   Institute	   for	   Molecular	   Biosciences,	   The	   University	   of	  Queensland).	  C5a	  was	  initially	  obtained	  as	  a	  kind	  gift	  from	  the	  Fairlie	  Lab	  before	  subsequent	   purchase	   from	   Sino	   Biological	   Inc.	   and	   the	   C5aR	   antagonist,	   3D53	  (licensed	   as	   PMX53)	   used	   in	   these	   experiments	   was	   synthesized	   and	  characterized	  by	  the	  Fairlie	  Lab	  at	  the	  Institute	  for	  Molecular	  Bioscience	  (Reid	  et	  al.,	  2003).	  	  	  Experiments	  by	  Dr.	  Vernon	  Seow	  demonstrated	  that	  crosstalk	  between	  C5aR	  and	  TLR4	   signalling	   resulted	   in	   reduced	   production	   of	   the	   pro-­‐inflammatory	  cytokines	   IL-­‐6	   and	   TNFα.	   However,	   the	   effect	   of	   this	   crosstalk	   on	   human	  macrophage	  antimicrobial	   responses	  was	  unknown.	  To	   investigate	   this,	  HMDM	  were	  co-­‐treated	  with	  30	  nM	  C5a	  and	  infected	  with	  S.	  Typhimurium	  at	  MOI	  100	  with	   and	  without	  priming	  with	  1	  μM	  3D53	   for	  30	  minutes.	   Supernatants	  were	  collected	  at	  8	  h	  post-­‐infection	  to	  assess	   levels	  of	  secreted	  IL-­‐6	  and	  intracellular	  survival	   of	   S.	   Typhimurium	   was	   assessed	   at	   2	   and	   8	   h	   post-­‐infection.	   Co-­‐treatment	   of	   HMDM	   with	   C5a	   during	   S.	   Typhimurium	   infection	   resulted	   in	   a	  trend	   for	  decreased	  secretion	  of	   IL-­‐6,	  consistent	  with	   findings	   from	  Dr.	  Vernon	  Seow	  (Figure	  5.10).	  C5a	  co-­‐treatment	  also	  reduced	  survival	  of	  S.	  Typhimurium	  by	   approximately	   50%	   at	   both	   2	   and	   8	   h	   post-­‐infection	   (Figure	   5.11).	   Pre-­‐treatment	  of	  HMDM	  with	  3D53	  to	  inhibit	  the	  C5aR,	  prior	  to	  treatment	  with	  C5a,	  prevented	   the	   suppression	   in	   IL-­‐6	   release	   (Figure	   5.10)	   and	   the	   clearance	   of	  intracellular	   S.	  Typhimurium	   (Figure	   5.11).	   Therefore,	   activation	   of	   the	   C5aR	  during	   infection	  with	  Salmonella	  dampened	   inflammatory	  responses	   in	  HMDM,	  whilst	  at	  the	  same	  time	  promoting	  bacterial	  clearance	  by	  these	  cells.	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Figure	  5.10:	  Treatment	  of	  HMDM	  with	  C5a	  at	   the	   time	  of	   infection	  with	  S.	  
Typhimurium	  reduces	  IL-­‐6	  secretion	  from	  primary	  human	  macrophages.	  HMDM	  were	   co-­‐treated	  with	   30	   nM	   C5a	   and	   infected	  with	   S.	  Typhimurium	   at	  MOI	   100,	   in	   the	   presence	   or	   absence	   of	   priming	   with	   1	   μM	   C5aR	   antagonist,	  3D53,	   for	  30	  minutes.	   Supernatants	  were	   collected	  8	  h	   following	   infection	   and	  assessed	   for	   IL-­‐6	   levels	  by	  ELISA.	  Data	   (mean+SEM)	  represents	  combined	  data	  from	  3	  independent	  experiments.	  	  
	  
Figure	  5.11:	  Treatment	  of	  HMDM	  with	  C5a	  at	   the	   time	  of	   infection	  with	  S.	  
Typhimurium	  reduces	  intracellular	  bacterial	  survival.	  	  	  HMDM	   were	   treated	   with	   30	   nM	   C5a	   at	   the	   time	   of	   infection	   with	   S.	  Typhimurium	  at	  MOI	  100,	  in	  the	  presence	  or	  absence	  of	  priming	  with	  1	  μM	  C5aR	  antagonist,	  3D53,	  for	  30	  minutes.	  Intracellular	  survival	  was	  assessed	  at	  2	  and	  8	  h	  post-­‐infection.	   Data	   (mean+SEM)	   represents	   fold	   change	   relative	   to	   untreated	  cells,	   and	   is	   combined	   from	  3	   independent	   experiments.	   *P<0.05;	   **P<0.01;	   by	  one-­‐way	  ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	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  Although	  treatment	  of	  HMDM	  with	  C5a	  reduced	   intracellular	  bacterial	  survival,	  there	   was	   a	   possibility	   that	   C5a	   was	   either	   adversely	   affecting	   HMDM	   cell	  viability	  or	  having	  direct	  effects	  on	  the	  bacteria	  in	  these	  experiments.	  In	  order	  to	  exclude	  the	  first	  possibility,	  LDH	  release	  assays	  were	  conducted	  within	  the	  same	  experiments,	   using	   supernatants	   harvested	   at	   8	   h	   post-­‐infection.	   C5a	   or	   3D53	  treatment	   of	   cells	   did	   not	   result	   in	   increase	   in	   LDH	   release	   compared	   to	  untreated	  cells,	  indicating	  that	  these	  treatments	  were	  not	  cytotoxic	  to	  the	  cells	  at	  the	   concentrations	   used	   (Figure	   5.12A).	   Growth	   of	   S.	   Typhimurium	   in	   the	  presence	  of	  100	  nM	  C5a	  was	  also	  assessed	  by	  inoculating	  cell	  culture	  media	  with	  1	   AU600nm	   of	   S.	   Typhimurium	   (optical	   density	   as	   measured	   by	  spectrophotometry),	  and	  growing	  the	  resulting	  cultures	  over	  a	  period	  of	  7	  h	  with	  or	  without	  C5a.	  No	  difference	  in	  bacterial	  growth	  was	  observed	  upon	  treatment	  with	   C5a	   (Figure	   5.12B).	   Therefore,	   it	   was	   concluded	   that	   the	   decrease	   in	  intracellular	  survival	  of	  S.	  Typhimurium	  upon	  co-­‐treatment	  with	  C5a	  was	  most	  likely	  due	  to	  promotion	  of	  macrophage	  antimicrobial	  responses,	  and	  was	  not	  due	  to	  either	  adverse	  effects	  on	  HMDM	  viability	  or	  direct	  effects	  on	  bacterial	  growth.	  	  	  
	  
Figure	   5.12:	   C5a	   treatment	   does	   not	   impact	   primary	   human	  macrophage	  
cell	  viability	  or	  growth	  of	  S.	  Typhimurium.	  	  HMDM	   were	   treated	   with	   30	   nM	   C5a	   at	   the	   time	   of	   infection	   with	   S.	  Typhimurium	  at	  MOI	  100,	   in	  the	  presence	  or	  absence	  of	  1	  μM	  C5aR	  antagonist,	  3D53	  for	  30	  minutes.	  (A)	  Cell	  death	  was	  assessed	  by	  measuring	  LDH	  release	  in	  culture	   supernatants	   collected	   at	   8	   h	   post-­‐infection.	   Data	   (mean+SEM)	   are	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combined	  from	  3	  independent	  experiments.	  (B)	  S.	  Typhimurium	  were	  cultured	  in	  HMDM	  complete	  cell	  media	  or	  with	  100	  nM	  hC5a	  over	  7	  h.	  Optical	  density	  of	  cultures	  was	  measured	   as	   an	   indication	  of	   the	   growth	   rate	   of	  S.	  Typhimurium.	  Data	  (mean+SEM)	  are	  combined	  from	  3	  independent	  experiments.	  
	  
5.3.10.	  MEK	   inhibition	   rescues	   intracellular	   survival	   of	   S.	   Typhimurium	   in	  
HMDM	  with	  C5a	  co-­‐treatment.	  Experiments	   by	   Dr.	   Vernon	   Seow	   using	   inhibitors	   against	   Gαi-­‐dependent	  interactions	   	   (pertussis	   toxin,	   PTX),	   MEK1/2	   signalling	   pathway	   (U0126	  monothanolate),	   and	   the	   PI3K	   signalling	   pathway	   (pan-­‐PI3K	   inhibitor,	  wortmannin),	   suggested	   that	   C5aR-­‐mediated	   inhibition	   of	   TLR4-­‐induced	   IL-­‐6	  and	   TNFα	   production	   in	   HMDM	   was	   dependent	   on	   C5aR	   coupling	   with	   Gαi	  protein	   and	   activation	   of	   the	  MAPK	   ERK1/2	   pathway	   (Seow	   et	   al.,	   2013).	   	   Dr.	  Seow	   further	   confirmed	   this	   by	   showing	   that	   C5a	   and	   LPS	   synergistically	  enhanced	  c-­‐Raf	  and	  ERK1/2	  phosphorylation	  in	  HMDM.	  Therefore,	  the	  capacity	  of	   C5a	   to	   suppress	   a	   sub-­‐set	   of	   TLR4-­‐dependent	   responses	   in	   HMDM	   was	  attributed	  to	  the	  activation	  of	  the	  Gai/c-­‐Raf/MEK/ERK	  pathway.	  	  	  In	   order	   to	   investigate	   whether	   this	   signalling	   pathway	   was	   also	   involved	   in	  mediation	   of	   the	   antimicrobial	   effect	   of	   C5aR	   synergy	   with	   TLR4	   signalling,	  HMDM	  were	   co-­‐treated	  with	   30	   nM	   C5a	   and	   infected	  with	   S.	  Typhimurium	   at	  MOI	   100,	   in	   the	   presence	   or	   absence	   of	   10	   μM	   MEK1/2	   inhibitor	   (U0126	  monothanolate),	   which	   specifically	   inhibits	   C5aR	   but	   not	   the	   C5L2	   receptor	  (Seow	  et	  al.,	  2013).	  Intracellular	  survival	  was	  then	  assessed	  at	  2	  and	  24	  h	  post-­‐infection.	  The	  MEK1/2	   inhibitor	   showed	  a	   very	   slight	   trend	   for	   inhibiting	  C5a-­‐mediated	   bacterial	   clearance	   at	   2	   h	   post	   infection,	   and	   by	   24	   h,	   this	   inhibitor	  completely	  abrogated	  the	  antimicrobial	  effects	  of	  C5a	  (Figure	  5.13).	  In	  addition,	  at	  24	  h	  post-­‐infection,	  treatment	  with	  the	  MEK1/2	  inhibitor	  alone	  resulted	  in	  a	  slight	   enhancement	   of	   bacterial	   survival.	   These	   data	   suggest	   that	   although	  synergy	   between	   C5aR	   and	   TLR4	   through	  MEK1/2	   signalling	   suppressed	   pro-­‐inflammatory	   cytokine	   secretion,	   it	   was	   also	   responsible	   for	   promoting	  antimicrobial	  responses	  in	  human	  macrophages.	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Figure	   5.13:	   An	   inhibitor	   of	   the	   ERK	   pathway	   prevents	   C5a-­‐mediated	  
clearance	  of	  intracellular	  S.	  Typhimurium	  by	  primary	  human	  macrophages.	  HMDM	   were	   treated	   with	   30	   nM	   C5a	   at	   the	   time	   of	   infection	   with	   S.	  Typhimurium	  at	  MOI	  100	  either,	   in	   the	  presence	  or	  absence	  of	  10	  μM	  MEK1/2	  inhibitor	   (U0126,	   added	   30	   min	   prior	   to	   C5a	   treatment	   and	   infection).	  Intracellular	   survival	   was	   assessed	   at	   2	   and	   24	   h	   post-­‐infection.	   Data	  	  (mean+SEM,	  combined	  from	  3	  independent	  experiments)	  represents	  fold	  change	  relative	   to	   untreated	   cells.	   ***P<0.001;	   ****P<0.0001;	   by	   one-­‐way	   ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	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5.4.	  Discussion	  
5.4.1.	   Priming	  versus	  co-­‐treatment	  with	  HDACi	  HDACi	   have	   been	   in	   clinical	   use	   or	   considered	   for	   the	   treatment	   of	   various	  cancers	  due	  to	  their	  potency	  as	  anti-­‐proliferative	  and	  angiostatic	  agents,	  as	  well	  as	   for	   therapy	   in	  autoimmunity	  and	   transplantation	  due	   their	   ability	   to	   reduce	  inflammation	   (Hancock,	   2011).	   However,	   while	   inhibition	   of	   HDACs	   has	   been	  shown	   to	   exert	   therapeutic	   effects	   in	   certain	   animal	   models	   of	   inflammation-­‐related	   diseases,	   the	   effects	   of	   HDAC	   inhibition	   on	   host	   defence	   were	  comparatively	   less	   studied.	   Two	   studies	   in	   mouse	   models	   reported	   that	   the	  administration	   of	   HDACi	   reduced	   bacterial	   uptake	   and	   activation	   of	  antimicrobial	   mechanisms	   such	   as	   ROS	   and	   RNS	   generation	   in	   mouse	  macrophages	  (Mombelli	  et	  al.,	  2011;	  Roger	  et	  al.,	  2011).	  This	  was	  associated	  with	  increased	   susceptibility	   to	   bacterial	   and	   fungal	   infections,	   but	   reduced	  susceptibility	   to	   septic	   shock	   in	   in	   vivo	   models	   in	   mice	   (Roger	   et	   al.,	   2011).	  Anecdotal	   observations	   of	   patients	   in	   clinical	   trials	   also	   describe	   increased	  susceptibility	   for	   infection	  with	   therapies	   involving	  HDACi	   such	   as	  VPA,	   SAHA,	  MS-­‐275	  and	  ITF2357	  (Candelaria	  et	  al.,	  2007;	  Galli	  et	  al.,	  2010;	  Gojo	  et	  al.,	  2007;	  Kelly	  et	   al.,	   2005;	  Rocca	  et	   al.,	   2009;	  Ryan	  et	   al.,	   2005),	  however	   these	   reports	  typically	   reflect	   individual	   cases	   of	   already	   immunocompromised	   patients.	  Hence,	  it	  is	  currently	  unclear	  as	  to	  whether	  HDACi,	  used	  to	  treat	  cancer	  patients	  and	   possibly	   for	   inflammation-­‐related	   diseases	   in	   the	   future,	   might	   endanger	  patients	   by	   compromising	   host	   defence.	   Therefore,	   in-­‐depth	   studies	   on	   the	  effects	  of	  HDACi	  treatment	  on	  host-­‐defence	  in	  human	  cells	  are	  clearly	  warranted.	  	  	  In	   order	   to	   investigate	   the	   effects	   of	   HDACi	   treatment	   on	   human	  macrophage	  antimicrobial	  responses,	  HMDM	  were	  primed	  for	  18	  h	  or	  co-­‐treated	  with	  SAHA,	  then	   infected	  with	  E.	  coli	   and	  S.	  Typhimurium	   to	   analyse	   intracellular	   survival.	  Surprisingly,	  bacterial	  survival	  was	  reduced	  at	  both	  2	  and	  24	  h	  post-­‐infection	  in	  HMDM	  that	  were	  either	  primed	  or	  co-­‐treated	  with	  HDACi.	  These	  results	  initially	  appeared	  to	  contrast	  with	  previous	  studies	  in	  mouse	  macrophages	  (Mombelli	  et	  al.,	   2011;	   Roger	   et	   al.,	   2011),	   where	   HDACi	   compromised	   the	   ability	   of	   these	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innate	   immune	  cells	   to	   clear	   infections.	  However,	   further	  analysis	   showed	   that	  overnight	   priming	   with	   HDACi	   impaired	   phagocytosis	   by	   HMDM.	   This	   is	  probably	   responsible	   for	   the	   reduced	   bacterial	   loads	   observed	   in	   these	  experiments.	  Reduced	  phagocytosis	  upon	  HDACi	  treatment	  is	  in	  accordance	  with	  the	   previous	   studies	   undertaken	   on	   mouse	   macrophages,	   which	   showed	   that	  HDACi	  treatment	  resulted	  in	  down-­‐regulation	  of	  PRR,	  co-­‐stimulatory	  molecules,	  and	  phagocytic	  receptors	  resulting	  in	  reduced	  bacterial	  uptake	  (Mombelli	  et	  al.,	  2011;	   Roger	   et	   al.,	   2011).	   These	   results	   therefore	   suggest	   that	   long-­‐term	  treatment	   with	   HDACi	   would	   interfere	   with	   human	  macrophage	   antimicrobial	  responses,	   similar	   to	   the	   previous	   studies	   in	  mouse	  macrophages.	   In	   contrast,	  infection	  assays	  performed	  on	  donor-­‐matched	  HMDM	  showed	  that	  co-­‐treatment	  with	   SAHA	   and	   TSA	   did	   not	   reduce	   uptake	   of	   bacteria	   by	   HMDM	   at	   1	   h	   post-­‐infection,	   yet	   still	   reduced	   intracellular	   bacterial	   loads	   at	   24	   h	   post-­‐infection.	  Hence,	  while	  the	  reduced	  survival	  of	  bacteria	  in	  HMDM	  primed	  with	  HDACi	  may	  be	   attributed	   to	   reduced	   phagocytosis,	   it	   seems	   most	   likely	   that	   co-­‐treatment	  with	  HDACi	   increases	  human	  macrophage	  antimicrobial	  responses.	   It	   therefore	  became	  of	  interest	  to	  determine	  mechanisms	  responsible.	  	  
5.4.2.	   HDACi	  increases	  mitochondrial	  ROS	  release	  in	  HMDM	  Production	  of	  mitoROS	  was	  found	  to	  be	  significantly	  increased	  in	  HMDM	  treated	  with	  HDACi	  at	  the	  time	  of	  S.	  Typhimurium	  infection,	  compared	  to	  infected	  HMDM	  without	   HDACi	   treatment.	   Thus,	   it	   appeared	   that	   co-­‐treatment	   with	   HDACi	  enhanced	   S.	   Typhimurium-­‐induced	   mitoROS	   production.	   However,	   direct	  visualisation	  and	  quantification	  of	  enhanced	  mitoROS	  release	  upon	  co-­‐treatment	  of	  HDACi	  and	  bacterial	  infection	  was	  not	  examined,	  and	  such	  experiments	  would	  provide	  further	  confidence	  that	  the	  observed	  effects	  were	  truly	  due	  to	  enhanced	  mitoROS.	   Although	   such	   experiments	   were	   attempted,	   visualisation	   by	  immunofluorescence	  was	  not	  possible	  due	  to	  background	  fluorescence	  from	  cell	  nuclei.	  This	  could	  be	  due	  to	  prolonged	  exposure	  of	  cells	  to	  MitoSOXTM	  Red	  during	  live	   cell	   imaging,	   which	   may	   cause	   accumulation	   of	   MitoSOXTM	   Red	   within	  mitochondria,	   resulting	   in	  mitochondrial	   stress	   and	   relocalisation	   of	   oxidation	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products	   to	  the	  cytosol	  and	  nuclei.	  This	  was	  not	  an	   issue	  with	  FACs	  analysis	   to	  detect	  mitoROS	   release	   through	  MitoSOXTM	  Red	   fluorescence,	   as	   FACs	   analysis	  was	   done	   rapidly	   and	   immediately	   following	   incubation	   with	   MitoSOXTM	   Red	  since	   it	   was	   observed	   during	   protocol	   optimisation	   that	   delayed	   or	   prolonged	  FACs	   analysis	   resulted	   in	   saturated	   emission	   of	   MitoSOXTM	   Red	   fluorescence	  regardless	  of	  treatments.	  In	  addition,	  SYTOX®	  Blue	  nucleic	  acid	  stain	  was	  used	  in	  a	   number	   of	   experiments	   during	   protocol	   optimisation	   to	   compare	   median	  fluorescence	   from	  dead	   and	   live	   cells.	   This	   ensured	   that	   the	   increased	  median	  fluorescence	  detected	  upon	  MitoSOXTM	  Red	  staining	  with	  HDACi	  treatment	  and	  S.	  Typhimurium	   infection	   was	   not	   due	   to	   the	   presence	   of	   dead	   cells	   with	  compromised	  mitochondria	  or	  nuclei.	  FACs	  analysis	  of	  cells	  with	  MitoSOXTM	  Red	  alone	  also	  caused	  minimal	  fluorescence	  that	  was	  slightly	  enhanced	  in	  cells	  with	  
S.	  Typhimurium	   infection,	   in	   accordance	   to	   the	   release	   of	   mitoROS	   to	   combat	  infection	  (West	  et	  al.,	  2011).	  	  	  Although	   HDACi	   are	   involved	   in	   preventing	   deacetylation	   of	   histone	   proteins,	  resulting	   in	   more	   accessible	   chromatin	   and	   therefore	   potentially	   increasing	  exposure	   of	   nucleic	   acids	   to	   the	  MitoSOXTM	  Red	   dye,	   controls	   with	   HDACi	   and	  MitoSOXTM	  Red	   compared	   to	  MitoSOXTM	  Red	   alone	   showed	   that	   treatment	  with	  HDACi	   alone	   did	   not	   substantially	   increase	   fluorescence.	   Therefore	   it	   is	   likely	  that	   increased	   fluorescence	   upon	  HDACi	   treatment	   is	   not	   an	   artefact,	   and	   that	  HDACi	   do	   indeed	   enhance	   mitoROS	   release	   upon	   co-­‐treatment	   with	   bacterial	  infection.	  Nevertheless,	  an	  alternative	  method	  to	  measure	  and	  visualise	  mitoROS	  should	  be	  explored	  in	  the	  future,	  as	  it	  would	  be	  very	  informative	  to	  conduct	  co-­‐localisation	  studies	  of	  mitoROS	  and	  bacteria	  in	  infected	  HMDM	  with	  and	  without	  HDACi	   treatment,	   to	   shed	   further	   light	   on	   whether	   mitoROS	   is	   likely	   to	   be	  directly	  responsible	  for	  increased	  bacterial	  clearance.	  Previous	  findings	  suggest	  that	   this	   is	   likely,	   as	   it	   was	   demonstrated	   that	   mitochondria	   are	   recruited	   to	  phagosomes	   downstream	   of	   TLR1,	   2	   and	   4	   stimulation	   leading	   to	   release	   of	  mitoROS	  and	  enhanced	  killing	  of	  S.	  Typhimurium	  in	  mouse	  macrophages	  (West	  et	   al.,	   2011).	   In	   fact,	   the	  HDACi,	   spiruchostatin	  A	   and	  B	   (SP-­‐A	   and	   SP-­‐B),	  were	  shown	   to	   stimulate	   apoptosis	   in	   human	   lymphoma	   U937	   cells	   through	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stimulating	   the	   loss	   of	   MMP	   leading	   to	   increased	   production	   of	   mitoROS,	  activation	   of	   the	   cell-­‐surface	   death	   receptor,	   Fas,	   and	   subsequent	   activation	   of	  caspase-­‐3	  and	   caspase-­‐8	   (Rehman	  et	   al.,	   2014).	  TSA	  was	  also	   shown	   to	   induce	  cell	  death	  of	  human	  breast	  cancer	  cells,	  MDA-­‐MB-­‐231	  and	  MCF-­‐7,	  dependent	  on	  mitoROS	   induction	   through	   impairment	   of	   the	  mitochondrial	   respiratory	   chain	  (Sun	   et	   al.,	   2014).	   	   This	  was	   abrogated	  with	   the	   use	   of	   antioxidants	   to	   inhibit	  ROS.	  	  Treatment	  with	  MitoTracker	  Red	  CMXRos,	  during	  infection	  assays	  abrogated	  the	  ability	   of	   TSA	   to	   promote	   bacterial	   clearance	   by	   HMDM.	   Whilst	   there	   are	   no	  reported	  studies	  on	  the	  capacity	  of	  MitoTracker	  Red	  CMXRos	  to	  quench	  mitoROS	  or	  inhibit	  their	  generation,	  this	  stain	  was	  shown	  to	  passively	  distribute	  into	  the	  mitochondrial	  matrix,	  due	  to	  its	  cationic	  lipophilic	  structure,	  causing	  monovalent	  substitution	  of	   thiols,	  and	  thereby	  preventing	  changes	   in	  the	  MMP	  (Kroemer	  et	  al.,	  1997;	  Marchetti	  et	  al.,	  1997).	  As	  generation	  of	  mitoROS	  requires	  changes	   in	  the	  MMP	   (Go	   et	   al.,	   2010),	   it	   is	   possible	   that	   treatment	  with	  MitoTracker	   Red	  CMXRos	   reduces	   generation	   of	   mitoROS.	   Indeed,	   treatment	   of	   cells	   with	   non-­‐toxic	  levels	  of	  the	  MitoTracker	  Red	  CMXRos	  stain	  blocked	  the	  ability	  of	  HDACi	  to	  reduce	  bacterial	   loads	  within	  HMDM,	  suggesting	  that	  HDACi-­‐mediated	  bacterial	  clearance	   is	   indeed	  due	   to	  enhanced	  mitoROS	  release.	  This	   stain	  has	  also	  been	  reported	   to	   act	   as	   a	   photosensitiser	  when	   treated	   at	   high	   concentrations	  with	  laser	  irradiation,	  causing	  formation	  of	  the	  mitochondrial	  permeability	  transition	  pore	  (MPT)	  and	  swelling	  of	  mitochondria	  leading	  to	  release	  of	  cytochrome	  c	  and	  subsequent	   apoptosis	   (Lum	   et	   al.,	   2002;	   Minamikawa	   et	   al.,	   1999;	   Poot	   et	   al.,	  1996).	   However,	   in	   these	   experiments	   HMDM	   were	   not	   irradiated	   and	   LDH	  assays	   revealed	   no	   adverse	   effect	   of	   the	   concentrations	   of	   MitoTracker	   Red	  CMXRos	  used	  to	  treat	  cells.	  Previous	  literature	  also	  reports	  that	  MitoTracker	  Red	  CMXRos	  is	  not	  toxic	  at	  100-­‐250	  nM	  in	  human	  osteosarcoma	  cell	  lines	  unless	  cells	  were	  irradiated	  (Minamikawa	  et	  al.,	  1999).	  However,	  it	  cannot	  be	  excluded	  that	  this	  mitochondrial	   stain	  may	  have	  affected	  antimicrobial	   responses	   through	  an	  alternate	   way,	   for	   example	   reducing	   cell	   metabolism	   and	   activity	   resulting	   in	  decreased	   antimicrobial	   responses.	   Therefore,	   experimentation	  with	   inhibitors	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of	  ROS,	  such	  as	  NecroX,	  which	  is	  a	  mitoROS	  and	  peroxynitrite	  scavenger	  (Kim	  et	  al.,	  2010),	  or	  the	  antioxidants	  N-­‐acetyl	  cysteine	  (NAC),	  glutathione,	  and	  Vitamin	  C,	  which	  are	  reported	  to	  inhibit	  mitoROS	  production	  by	  up	  to	  65.8%	  (Sun	  et	  al.,	  2014),	   is	   critical	   before	   concluding	   that	   mitoROS	   is	   indeed	   the	   mechanism	  whereby	  HDACi	  promotes	  bacterial	  clearance	  in	  HMDM.	  	  
5.4.3.	   Crosstalk	  between	  C5aR	  and	  TLR4	  in	  human	  macrophages	  Crosstalk	   between	   C5aR	   and	   TLRs	   has	   been	   reported	   in	   studies	   in	   mice	  (Hajishengallis	   and	  Lambris,	  2010;	  Hajishengallis	   and	  Lambris,	  2011;	  Krishnan	  and	  Choi,	  2012)	  as	  well	  as	  in	  the	  context	  of	  TLR4-­‐induced	  cytokine	  production	  in	  human	  macrophages	   (Seow	   et	   al.,	   2013).	   To	   investigate	   this	   in	   the	   context	   of	  infections,	   HMDM	   were	   co-­‐treated	   with	   C5a	   at	   the	   time	   as	   infection	   with	   S.	  Typhimurium.	  This	  resulted	  in	  reduced	  IL-­‐6	  cytokine	  secretion,	  consistent	  with	  recent	  findings	  (Seow	  et	  al.,	  2013).	   	  Although	  pro-­‐inflammatory	  cytokines	  were	  reduced,	   intracellular	   S.	  Typhimurium	   loads	   were	   reduced	   at	   both	   2	   and	   8	   h	  post-­‐infection.	  The	  enhanced	  clearance	  of	   intracellular	  S.	  Typhimurium	  was	  not	  due	   to	   direct	   killing	   of	   the	  bacteria	   by	  C5a,	   as	   proliferation	   of	  S.	  Typhimurium	  was	   not	   affected	   in	   the	   presence	   of	   C5a.	   This	   is	   in	   accordance	   with	   previous	  studies	  that	  report	  that	  human	  C3a	  and	  C4a	  are	  directly	  antimicrobial	  against	  P.	  
aeruginosa	  and	  Enterococcus	  faecalis,	  but	  that	  C5a	  is	  not,	  due	  to	  it	  evolving	  as	  a	  paralog	  and	  possessing	  a	  C-­‐terminal	  receptor	  binding	  peptide	  region	  in	  place	  of	  a	  typical	   antimicrobial	   peptide	   sequence	   (Pasupuleti	   et	   al.,	   2007).	   Thus,	   C5aR	  signalling	  may	   enhance	  macrophage	   antimicrobial	  mechanisms.	   Since	   bacterial	  survival	  was	  reduced	  as	  early	  as	  2	  h	  post-­‐infection,	  C5aR	  signalling	  may	  promote	  rapidly	  acting	  antimicrobial	  responses	  such	  as	  ROS	  generation	  and/or	  hydrolytic	  activity	  within	  the	  phagolysosome	  (Section	  1.1.4.1	  and	  1.1.4.2).	  Indeed,	  C5a	  has	  been	  shown	   to	  be	   critical	   for	   synthesis	  and	  delivery	  of	  ROS	   to	  phagosomes	   for	  clearance	  of	  M.	  tuberculosis	   in	  mouse	  macrophages	  as	  C5aR-­‐/-­‐	  macrophages	  had	  impaired	  co-­‐localisation	  of	  phox	  proteins	  to	  the	  phagosome	  (Daniel	  et	  al.,	  2006)	  and	   for	   ROS	   generation	   in	   response	   to	   E.	   coli	   in	   human	   whole	   blood	   models	  (Mollnes	   et	   al.,	   2012).	   C5a	   was	   also	   shown	   to	   promote	   degranulation	   of	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lysosomal	   enzymes	   in	   phagocytic	   cells	   (Goldstein	   and	   Weissmann,	   1974).	  However,	   the	  reduction	   in	  bacterial	  survival	  at	  2	  h	  post-­‐infection	  could	  also	  be	  explained	   by	   impaired	   phagocytosis	   rather	   than	   promotion	   of	   antimicrobial	  mechanisms,	  as	  was	  observed	  in	  the	  HDACi	  priming	  experiments.	  Although	  C5a	  has	   been	   noted	   to	   impair	   phagocytosis	   in	   neutrophils	   in	   experimental	   sepsis	  (Riedemann	   et	   al.,	   2003),	   it	   was	   essential	   for	   phagocytosis	   of	   E.	   coli	   by	  granulocytes	   and	   monocytes	   (Mollnes	   et	   al.,	   2012).	   Thus,	   future	   experiments	  should	  investigate	  the	  effect	  of	  C5a	  signalling	  on	  phagocytic	  capacity	  of	  HMDM.	  	  	  
5.4.4.	   MEK	  inhibition	  rescues	  survival	  of	  S.	  Typhimurium	  in	  HMDM	  with	  C5a	  
co-­‐treatment	  Notwithstanding	  the	  caveats	  above	  relating	  to	  effects	  on	  phagocytosis,	  inhibition	  of	   MEK1/2	   signalling	   abrogated	   C5aR-­‐mediated	   clearance	   of	   intracellular	   S.	  Typhimurium	  at	  24	  h	  post-­‐infection.	  This	  therefore	  implicates	  MEK1/2	  signalling	  in	   C5aR-­‐dependent	   antimicrobial	   responses	   in	   human	   macrophages.	   Although	  U0126	  is	  reportedly	  a	  highly	  selective	  inhibitor	  of	  MEK1/2	  activity	  (Favata	  et	  al.,	  1998b),	  direct	  inhibition	  of	  MEK1/2	  by	  U0126	  was	  not	  investigated	  in	  parallel	  in	  these	   experiments.	   As	  with	   any	   pharmacological	   inhibitor	   approach,	   there	   is	   a	  possibility	  that	  off-­‐target	  effects	  account	  for	  the	  observed	  effects.	  Verification	  of	  MEK1/2	   inhibition,	   and	   not	   other	   signalling	   responses,	   by	   U0126	   in	   these	  experiments	  is	  especially	  important,	  since	  this	  compound	  is	  also	  reported	  to	  be	  a	  weak	  inhibitor	  of	  various	  other	  signalling	  pathway	  components	  such	  as	  protein	  kinase	  C,	  Abl,	  Raf,	  MEKK,	  ERK,	   JNK,	  MKK-­‐3,	  MKK-­‐4/SEK,	  MKK-­‐6,	  Cdk2,	  or	  Cdk4	  (Favata	   et	   al.,	   1998a).	   Therefore,	   although	   unlikely,	   it	   is	   possible	   that	   the	  antimicrobial	   mechanisms	   promoted	   by	   C5aR	   do	   not	   involve	   MEK1/2.	  Nevertheless,	   the	  MEK1/2	   signaling	   pathway	   is	   linked	   to	   various	  macrophage	  functions	   including	   activation	   of	   ROS,	   endosomal	   trafficking,	   and	   macrophage	  differentiation	  (Rao,	  2001),	  and	   is	  activated	  upon	  macrophage	   infection	  with	  S.	  Typhimurium	   and	   LPS,	   independently	   of	   bacterial	   phagocytosis	   (Procyk	   et	   al.,	  1999).	   In	   addition,	   activation	  of	   the	  MEK/ERK	  pathway	  and	  generation	  of	  ROS	  was	   shown	   to	   inhibit	   S.	   Typhimurium	   replication	   within	   murine	   RAW264.7	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macrophages	  (Rosenberger	  and	  Finlay,	  2002).	  Since	  C5a	  was	  shown	  to	  be	  critical	  for	  ROS	  production	  during	  infection	  (Daniel	  et	  al.,	  2006;	  Mollnes	  et	  al.,	  2012)	  and	  ROS	   is	   a	   rapidly	   induced	   antimicrobial	   mechanism,	   this	   suggests	   that	   the	  increased	  bacterial	   clearance	  upon	  C5a	   co-­‐treatment	  of	  macrophages	  observed	  in	   these	   experiments,	   is	   likely	   due	   to	   C5a-­‐mediated	   enhancement	   of	   ROS	  production.	   Interestingly,	   P.	   gingivalis	   subversion	   of	   immune	   responses	   and	  subsequent	  pathogenesis	  in	  mice,	  occurs	  through	  C5a-­‐mediated	  induction	  of	  pro-­‐inflammatory	   cytokines,	   and	   inhibition	   of	   LPS-­‐induced	   IL-­‐12p70	   and	   iNOS	  through	   C5aR-­‐TLR2	   crosstalk,	   dependent	   on	  MEK/ERK	   signalling	   (Liang	   et	   al.,	  2011).	   Thus,	   future	   studies	   should	   carefully	   investigate	   the	   effect	   of	   C5a	  crosstalk	  with	  TLRs	  on	  antimicrobial	  and	  inflammatory	  responses,	  as	   it	  may	  be	  beneficial	  or	  detrimental	  in	  different	  contexts.	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6.1.	  Thesis	  overview	  The	  development	  of	   therapeutics	   for	   immune-­‐related	  diseases	  and	  disorders	   is	  increasingly	  recognised	  as	  being	  limited	  by	  the	  use	  of	  animal	  models	  for	  studies	  and	   preclinical	   testing.	   This	   is	   because	   small	   differences	   in	   the	   immune	  responses	   of	   rodents	   compared	   to	   humans,	   can	   sometimes	   result	   in	   therapies	  that	   show	   promise	   during	   preclinical	   testing	   to	   be	   ineffective,	   or	   even	  detrimental,	   in	   human	   disease	   settings.	   While	   efforts	   have	   been	   made	   to	  overcome	   such	   limitations	   through	   the	   development	   of	   humanised	   mice	  (Gonzalez	  et	  al.,	  2013;	  Legrand	  et	  al.,	  2009),	  there	  are	  still	  many	  deficiencies	   in	  our	  knowledge	  of	  human	  immune	  responses	  that	  are	  not	  conserved	  in	  rodents.	  Therefore,	   even	   while	   efforts	   are	   made	   to	   model	   the	   human	   immune	   system	  using	   humanised	   mice,	   it	   is	   important	   that	   research	   is	   directed	   towards	  identifying	  and	  deciphering	  human-­‐specific	  immune	  mechanisms,	  as	  it	  would	  not	  be	  possible	  to	  recapitulate	  what	  we	  are	  not	  aware	  of.	  	  	  In	  view	  of	   this,	  Chapter	   3	  of	   this	   thesis	   focused	  on	   investigating	  novel	  human-­‐specific	   TLR4-­‐regulated	   genes	   to	   probe	   for	   potential	   functions	   in	   macrophage	  antimicrobial	  and	  inflammatory	  responses	  against	  Gram-­‐negative	  bacteria.	  This	  resulted	  in	  the	  identification	  of	  RNF144B	  as	  a	  novel	  regulator	  of	  inflammasome	  activation.	  Chapter	  4	  explored	  the	  potential	  regulatory	  mechanism	  mediated	  by	  RNF144B,	  and	   identified	  that	  LPS	   induction	  of	  the	   inflammasome	  substrate,	   IL-­‐1β,	  was	   reliant	   on	   RNF144B.	  Chapter	   4	   also	   examined	   p21WAF1	   as	   a	   potential	  target	   of	   RNF144B	   E3	   ligase	   activity	   for	   mediating	   the	   regulation	   of	   IL-­‐1β.	   In	  
Chapter	   5,	   a	   different	   approach	  was	   used	   to	   investigate	   human	   antimicrobial	  mechanisms.	  In	  this	  chapter,	  pharmacological	  compounds	  identified	  to	  modulate	  inflammatory	   responses	   and	   currently	   under	   study	   or	   in	   use	   as	   therapeutic	  agents	   were	   investigated	   for	   effects	   on	   human	   macrophage	   antimicrobial	  mechanisms.	   While	   HDACi	   such	   as	   TSA	   were	   previously	   reported	   to	   be	  detrimental	   for	   intracellular	   bacterial	   clearance	   in	   mouse	   macrophages	  (Mombelli	   et	   al.,	   2011;	   Roger	   et	   al.,	   2011),	   findings	   from	   this	   chapter	  demonstrate	   that	   the	   reverse	   is	   true	   in	   human	   macrophages,	   revealing	   the	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potential	  for	  an	  additional	  use	  of	  HDACi	  as	  therapeutics	  to	  boost	  innate	  immune	  defence.	  The	  GPCR,	  C5aR	  was	  also	   found	   to	  amplify	  antimicrobial	   responses	   in	  human	  macrophages,	  revealing	  an	  interesting	  aspect	  of	  C5aR	  co-­‐stimulation	  with	  TLR4,	   whereby	   inflammatory	   responses	   are	   dampened	  without	   compromising	  host	   defence.	   These	   findings	   as	   well	   as	   some	   preliminary	   data	   in	   relation	   to	  future	  directions	  for	  these	  projects	  are	  presented	  and	  discussed	  below.	  
 
6.2.	  Human-­‐specific	  novel	  TLR4-­‐regulated	  genes	  	  
6.2.1.	   Potential	  roles	  of	  novel	  TLR4-­‐regulated	  genes	  	  in	  human	  	  macrophage	  
function.	  In	   Chapter	   3,	   the	   novel	   human-­‐specific	   TLR4-­‐regulated	   genes,	   RNF144B,	  
TMEM140,	  NKG7,	  BATF3	  and	  G0S2	  were	  verified	  to	  be	  upregulated	  in	  human	  but	  not	   mouse	   macrophages	   in	   response	   to	   LPS	   stimulation,	   validating	   the	  microarray	   data	   from	   a	   gene	   profiling	   study	   on	   divergence	   of	   TLR4-­‐regulated	  genes	   in	   human	   and	   mouse	   macrophages	   (Schroder	   et	   al.,	   2012a).	   However,	  subsequent	   functional	  analysis	  of	  selected	  novel	  genes	  with	  the	  most	  divergent	  expression	   in	   response	   to	   LPS	   in	   human	   and	   mouse	   macrophages	   (RNF144B,	  
NKG7,	   G0S2	   and	   SLC41A2)	   suggested	   that	   these	   genes	   do	   not	   have	   a	   role	   in	  human	  antimicrobial	  mechanisms,	  nor	  in	  inflammatory	  cytokine	  secretion,	  with	  the	   exception	   of	   RNF144B,	   which	   affected	   inflammasome	   activation.	   However,	  only	   a	   limited	  number	  of	   read-­‐outs	  were	   examined,	   and	   it	   is	   still	   possible	   that	  these	  genes	  have	  important	  roles	  in	  macrophage-­‐mediated	  immunity	  or	  cellular	  homeostasis.	   Potential	   roles	   for	   these	   novel	   TLR4-­‐regulated	   genes	   are	   briefly	  discussed	  below,	  with	  the	  exception	  of	  RNF144B,	  which	  will	  be	  addressed	  in	  later	  sections.	  	  
6.2.1.1.	  	  	  NKG7	  The	  NKG7	  gene	  was	  originally	  discovered	  to	  be	  expressed	  by	  natural	  killer	  (NK)	  cells	   and	   T	   cells	   (Turman	   et	   al.,	   1993).	   It	   encodes	   a	   small	   4	   transmembrane	  calcium	  ion	  channel	  protein	  that	  localises	  in	  the	  cytotoxic	  granules	  of	  NK	  cells,	  T	  cells	   and	   neutrophils,	   then	   translocates	   from	   the	   granules	   to	   the	   plasma	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membrane	   upon	   stimulation	   of	   degranulation	   (Medley	   et	   al.,	   1996a).	   Initial	  studies	   on	   NKG7	   associated	   its	   expression	   with	   cytotoxic	   lymphocytes	   and	  apoptotic	   cells	   and	   it	   was	   proposed	   as	   a	   marker	   for	   tissue	   injury	   and	   graft	  rejection	   in	   renal	   (Meehan	   et	   al.,	   1997;	  Rifai	   and	  Dworkin,	   2008;	   van	  Es	   et	   al.,	  2008)	  and	  intestinal	  (Ashokkumar	  et	  al.,	  2011;	  Russell	  et	  al.,	  1993)	  tissues.	  More	  recently,	  NKG7	  was	  reported	  to	  be	  upregulated	  by	  TNFα	  in	  human	  macrophages	  (Donlin	   et	   al.,	   2014)	   and	   to	   be	   induced	   downstream	   of	   STAT4	   and	   IFNγ	   in	  genome-­‐wide	  expression	  profiling	  of	  spleens	  from	  S.	  Typhimurium-­‐infected	  mice	  (Eva	   et	   al.,	   2014).	   Thus,	   it	   may	   be	   that	   NKG7	   expression	   is	   LPS-­‐induced	   in	  macrophages	   in	   response	   to	   infection	  or	   tissue	   injury	   in	   order	   to	  mediate	  Th1	  immune	  responses	  by	  upregulating	  lymphocyte	  activation	  and	  is	  not	  involved	  in	  antimicrobial	   responses	   directly	   mediated	   by	   human	  macrophages.	  NKG7	   was	  induced	  in	  murine	  splenocytes	  in	  response	  to	  S.	  Typhimurium	  (Eva	  et	  al.,	  2014),	  thus	  it	  may	  also	  function	  in	  murine	  immunity,	  though	  it	  was	  not	  LPS-­‐inducible	  in	  mouse	  macrophages	  (Chapter	  3).	  	  	  
	  
6.2.1.2.	  	  	  G0S2	  G0S2	  was	   identified	   as	   a	   cell	   cycle	   regulator	   that	   commits	   blood	  mononuclear	  cells	  in	  G0	  phase	  to	  enter	  the	  G1	  phase,	  but	  has	  since	  been	  implicated	  in	  a	  variety	  of	   cellular	   functions	   including	   proliferation	   of	   hematopoietic	   cells,	   apoptosis,	  inflammation,	  metabolism	  and	  carcinogenesis	  (Heckmann	  et	  al.,	  2013).	  The	  most	  well	   studied	   role	   for	   G0S2	   is	   as	   a	   regulator	   of	   lipid	   metabolism	   by	   inhibiting	  adipose	   triglyceride	   lipase	   (ATGL),	   an	   enzyme	   that	   hydrolyses	   triacylglycerol	  (TAG)	   stored	   within	   lipid	   droplets	   (Yang	   et	   al.,	   2010).	   G0S2	   regulates	   ATGL	  through	  modulation	  of	   its	  enzyme	  activity	  and	  intracellular	  co-­‐localisation	  with	  lipid	  droplets	  (Schweiger	  et	  al.,	  2012).	  G0S2	  mRNA	  and	  protein	  was	  reduced	  in	  patients	  with	  poorly	  controlled	  type	  2	  diabetes	  that	  is	  associated	  with	  increased	  ATGL,	   metabolic	   dysregulation	   and	   increase	   in	   serum	   free	   fatty	   acids	   (FFA).	  Thus,	  it	  was	  suggested	  that	  G0S2	  is	  protective	  against	  increased	  lipolysis	  of	  TAG	  into	   FFAs,	   which	   contributes	   to	   several	   metabolic	   disorders	   such	   as	   obesity-­‐linked	  insulin	  resistance	  (Nielsen	  et	  al.,	  2012).	  In	  Chapter	  3,	  G0S2	  was	  shown	  to	  be	  upregulated	  by	  LPS	   in	  human	  macrophages	  but	  not	   in	  mouse	  macrophages.	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This	   is	   in	   accordance	   with	   another	   study	   that	   identified	   G0S2	   among	   genes	  upregulated	  in	  human	  macrophages	  infected	  with	  P.	  gingivalis,	  or	  its	  purified	  cell	  wall	  components,	  LPS	  or	  fimbrial	  protein	  (FimA)	  (Zhou	  and	  Amar,	  2007).	  It	  was	  also	   recently	   shown	   that	  TLR	  stimulation	  enhanced	  FFA	  uptake	  and	  storage	  as	  TAG	   in	   HMDM	   (Huang	   et	   al.,	   2014).	   Thus,	   it	   is	   possible	   that	   G0S2	   may	   be	   a	  human-­‐specific	  regulator	  of	  lipid	  metabolism	  that	  promotes	  macrophage	  uptake	  and	  lipid-­‐storage	  in	  response	  to	  LPS	  stimulation,	  thus	  regulating	  the	  formation	  of	  foam	  cells	  and	  subsequent	  inflammatory	  responses.	  	  
	  
6.2.1.2.	  	  	  	  SLC41A2	  Little	   is	   known	   about	   the	   role	   of	   SLC41A2,	   besides	   its	   function	   in	  magnesium	  uptake	   as	   a	   plasma	  membrane	  magnesium	   transporter	   (Goytain	   and	  Quamme,	  2005;	  Sahni	  et	  al.,	  2007).	  Limiting	  concentrations	  of	  magnesium	  in	  macrophage	  vacuolar	  compartments	  are	  known	  to	  be	  detrimental	  to	  bacterial	  growth	  (Blanc-­‐Potard	   and	   Groisman,	   1997).	   For	   example,	   mutants	   of	   S.	   Typhimurium,	   M.	  
tuberculosis	   and	   B.	   suis	   that	   lack	   an	   acquired	   virulence	   gene,	   mgtC,	   encoded	  within	   pathogenicity	   islands	   are	   unable	   to	   proliferate	   and	   survive	   within	  macrophages	   (Buchmeier	   et	   al.,	   2000;	   Lavigne	   et	   al.,	   2005).	   Nonetheless,	  knockdown	   of	   SLC41A2	   did	   not	   result	   in	   any	   difference	   in	   E.	   coli	   and	   S.	  Typhimurium	   survival.	   It	   is	   possible	   that	   SLC41A2	   may	   not	   be	   involved	   in	  mechanisms	  for	  direct	  killing	  of	  bacteria	   in	  macrophages,	  but	   it	   is	  also	  possible	  that	  significant	  knock-­‐down	  of	  SLC41A2	  protein	  levels	  were	  not	  achieved	  or	  that	  SLC41A2	   has	   a	   role	   in	   direct	   killing	   of	   bacteria	   other	   than	   E.	   coli	   and	   S.	  Typhimurium.	   Alternatively,	   SLC41A2	   may	   be	   important	   for	   cellular	  homeostasis,	   and	   for	   metabolic	   and	   biochemical	   processes,	   that	   may	   be	  increased	  upon	  macrophage	  activation.	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6.2.2.	   Species-­‐specific	  regulation	  of	  RNF144B.	  	  Since	   RNF144B	   knockdown	   attenuated	   inflammasome	   activation,	   subsequent	  analysis	   focused	   on	   investigating	   its	   function	   in	   macrophages.	   However,	  mechanisms	  by	  which	  it	  is	  regulated	  are	  also	  of	  interest.	  As	  LPS	  is	  able	  to	  trigger	  both	   the	   TRIF	   and	   MyD88	   signalling	   pathways,	   the	   pathways	   regulating	  
RNF144B	  expression	  were	  assessed	  by	  analysing	  RNF144B	  expression	  in	  HMDM	  treated	  with	   either	   Poly(I:C)	   or	   imiquimod,	  which	   respectively	   stimulate	   TLR3	  signalling	   through	   the	   TRIF	   pathway,	   or	   TLR7	   signalling	   through	   the	   MyD88	  pathway.	   RNF144B	   was	   very	   modestly	   upregulated	   by	   both	   Poly(I:C)	   and	  imiquimod,	  although	  the	  effect	  was	  much	  less	  pronounced	  than	  was	  observed	  for	  induction	   by	   LPS	   (Appendix	   1,	  Supplementary	   Figure	   2).	   This	   suggests	   that	  both	   TRIF	   and	   MyD88	   signalling	   may	   synergize	   to	   enable	   inducible	   RNF144B	  expression,	   although	   it	   is	   also	   possible	   that	   TLR4-­‐specific	   signalling	   pathways,	  not	  conserved	  with	  TLR3	  or	  TLR7	  are	  involved.	  Prior	  to	  this	  analysis,	  RNF144B	  expression	  had	  only	  been	  shown	  to	  be	  induced	  downstream	  of	  the	  p53	  family	  of	  transcription	  factors	   in	  HCT116	  (human	  colorectal	  carcinoma),	  SAOS-­‐2	  (human	  osteosarcoma),	  H1299	  (human	  lung	  carcinoma,	  U-­‐373	  MG	  (human	  glioblastoma)	  and	  MCF-­‐7	   (human	   breast	   cancer)	   cell	   lines	   and	  mouse	   embryonic	   fibroblasts	  (Conforti	  et	  al.,	  2013;	  Ho	  et	  al.,	  2014;	  Huang	  et	  al.,	  2006;	  Nakamura	  et	  al.,	  2006;	  Ng	  et	  al.,	  2003;	  Sayan	  et	  al.,	  2010).	  	  	  Since	  RNF144B	  was	  LPS-­‐inducible	  only	  in	  human	  macrophages,	  it	  was	  of	  interest	  to	  analyse	  the	  promoter	  regions	  of	  human	  and	  mouse	  RNF144B.	  Cap	  analysis	  of	  gene	   expression	   (CAGE)	   data	   (Carninci	   et	   al.,	   2005;	   Forrest	   et	   al.,	   2014)	  (http://fantom.gsc.riken.jp/zenbu/),	   which	   identifies	   transcription	   start	   sites	  (TSS),	   revealed	   that	   there	   are	   two	  major	   TSS	   regions	   for	   the	   human	  RNF144B	  gene,	   one	   of	   which	   is	   annotated	   as	   the	   TSS	   in	   Ensembl	   (Appendix	   1,	  
Supplementary	   Figure	   4).	   For	   both	  TSS	   regions,	  most	   CAGE	   tags	   are	   derived	  from	  LPS-­‐stimulated	  macrophages	  (Appendix	  1,	  Supplementary	  Figure	  4,	  red	  bars).	   The	   major	   TSS	   in	   the	   mouse	   RNF144B	   gene,	   as	   identified	   by	   CAGE	  mapping,	  was	  ~160	  bp	  upstream	  of	  the	  TSS	  that	  is	  annotated	  in	  Ensembl,	  and	  is	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in	  a	  similar	  position	  to	  the	  upstream	  TSS	  of	  the	  human	  gene.	  However,	  few	  CAGE	  tags	   were	   macrophage-­‐derived	   for	   this	   TSS;	   instead,	   CAGE	   tags	   were	   mostly	  derived	   from	   specific	   tissues	   such	   as	   heart	   and	   testis	   (Appendix	   1,	  
Supplementary	   Figure	   4,	   black	   bars).	   This	   is	   consistent	  with	   the	   observation	  that	  RNF144B	   is	   very	   weakly	   expressed	   by	  mouse	  macrophages,	   either	   in	   the	  basal	  state	  or	  upon	  LPS	  stimulation	  (Figure	  3.2).	  Despite	  the	  clear	  difference	  in	  macrophage-­‐directed	  transcription	  between	  human	  and	  mouse,	  both	  the	  human	  and	   mouse	   genes	   are	   controlled	   by	   highly	   conserved,	   TATA-­‐containing	  promoters	   (Appendix	   1,	   Supplementary	   Figure	   4).	   These	   features	   are	  consistent	   with	   a	   previous	   analysis	   of	   LPS	   target	   genes	   that	   are	   divergently	  regulated	  between	  human	  and	  mouse	  (Schroder	  et	  al.,	  2012a).	  Analysis	  of	  human	  and	   mouse	   proximal	   promoter	   regions	   using	   the	   ECR	   browser	  (http://ecrbrowser.dcode.org)	  revealed	  66.3	  %	  identity	  within	  -­‐1000	  to	  +200bp	  of	   the	   TSS	   (Needleman-­‐Wunsch	   Global	   Sequence	   Alignment),	   and	   conserved	  predicted	   binding	   sites	   for	   known	   LPS-­‐responsive	   transcription	   factors	  (ETS/PU.1,	  HIF	  and	  NF-­‐κB,	  Appendix	  1,	  Supplementary	  Figure	  4).	  However,	  a	  predicted	  p53	  (-­‐173	  to	  -­‐146,	  +26	  to	  +36)	  binding	  site,	  previously	  determined	  by	  CHIP	  analysis	   to	  be	  a	   true	  p53-­‐responsive	  site	  (Ng	  et	  al.,	  2003),	  and	   	  a	  STAT	  (-­‐203	   to	   -­‐195)	   binding	   site	   are	   present	   in	   the	   human	   promoter,	   but	   are	   absent	  from	   the	   mouse	   promoter	   region	   (Appendix	   1,	   Supplementary	   Figure	   4).	  Given	   that	  STAT	   family	  members,	  particularly	  STAT1,	  play	   central	   roles	   in	  LPS	  signal	   transduction	   (Schroder	   et	   al.,	   2006),	   it	   is	   possible	   that	   such	   differences	  account	  for	  the	  lack	  of	  LPS	  responsiveness	  of	  the	  mouse	  RNF144B	  gene,	  though	  it	  is	   also	   possible	   that	   other	   mechanisms	   (e.g.	   distal	   regulatory	   elements,	   trans	  factors)	  contribute	  to	  the	  divergent	  regulation	  of	  RNF144B	  between	  mouse	  and	  human	  macrophages.	  	  Intriguingly,	   HIF1α	   TFBSs	   were	   found	   on	   the	   RNF144B	   human	   promoter	  sequence	  both	  upstream	  and	  downstream	  of	  the	  TSS,	  and	  upstream	  of	  the	  TSS	  in	  the	  mouse	  promoter.	  HIF1α	  is	  a	  transcription	  factor	  that	  is	  induced	  by	  hypoxia,	  upregulated	  by	  LPS	  (Frede	  et	  al.,	  2006),	  stabilised	  by	  succinate	  and	  ROS	  (Chandel	  et	  al.,	  2000;	  Sumbayev,	  2008)	  and	  directly	  targets	  IL-­‐1β	  in	  mouse	  macrophages	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and	  human	  peripheral	  blood	  mononuclear	  cells	  (PBMCs)	  (Tannahill	  et	  al.,	  2013)	  for	   sustained	   IL-­‐1β	   expression	   (Peyssonnaux	   et	   al.,	   2007;	   Zhang	   et	   al.,	   2006).	  Thus,	   these	   potential	  HIF1α	  TFBS	   suggests	   that	   the	  HIF1α	   transcription	   factor	  may	   be	   involved	   in	   RNF144B-­‐dependent	   LPS	   induction	   of	   IL-­‐1β	   in	   human	  macrophages	   (Chapter	   4).	   Possible	   implications	   for	   HIF1α	   regulation	   of	  RNF144B	  are	  discussed	  further	  in	  Section	  6.2.4.2.	  	  	  In	  summary,	  although	  the	  human	  RNF144B	  promoter	  and	  coding	  region	  shows	  high	   conservation	   with	   its	   murine	   ortholog	   (Benard	   et	   al.,	   2010),	   human	  RNF144B	   is	  most	   likely	   divergently	   regulated	   between	   the	   two	   species	   due	   to	  inter-­‐species	  differences	   in	  promoter	   regulatory	  elements,	  particularly	   the	   lack	  of	   a	   TATA	  box	   in	   the	  mouse	   promoter.	   This	   is	   in	   accordance	  with	   the	   original	  study	   from	   this	   laboratory	   showing	   that	   genes	   particularly	   susceptible	   to	  evolutionary	   change	   have	   high	   sequence	   conservation	   within	   cis-­‐regulatory	  elements	  and	   typically	   contain	  TATA	  elements	   in	   their	  promoters	   (Schroder	  et	  al.,	  2012a).	  Such	  promoters	  are	  subjected	  to	  multiple	  regulatory	  inputs,	  thus	  loss	  of	   one	   key	   motif	   such	   as	   a	   TATA	   element,	   in	   one	   species,	   can	   profoundly	  influence	  gene	  expression.	  	  
6.2.3.	   The	   role	   of	   RNF144B	   in	   inflammasome	   activation	   and	   p21WAFI	   as	   a	  
potential	  binding	  partner.	  As	   RNF144B	   was	   required	   for	   LPS-­‐inducible	   expression	   of	   IL-­‐1β	   mRNA	   and	  protein	  but	  not	  all	  TLR4	  target	  genes	  (Section	  4.2.5)	  or	  IL-­‐6	  and	  TNFα	  cytokine	  secretion	  (Section	  3.2.4),	  RNF144B	  appears	  to	  have	  at	  least	  some	  specificity	  in	  selective	   regulation	   of	   IL-­‐1β.	   Given	   the	   pro-­‐inflammatory	   functions	   of	   IL-­‐1β,	   it	  was	  also	  of	  interest	  to	  determine	  whether	  RNF144B	  was	  differentially	  regulated	  in	   GM-­‐CSF-­‐derived	   HMDM,	   as	   compared	   to	   CSF-­‐1-­‐derived	   HMDM	   (since	   the	  former	  have	  an	  enhanced	   inflammatory	  phenotype,	   see	  Section	   1.1.2).	   Indeed,	  RNF144B	   mRNA	   expression	   was	   LPS-­‐inducible	   in	   both	   GM-­‐CSF-­‐	   and	   M-­‐CSF-­‐derived	   HMDM,	   but	   there	   was	   a	   trend	   for	   more	   sustained	   up-­‐regulation	   in	  donor-­‐matched	   GM-­‐CSF-­‐derived	   macrophages	   as	   compared	   to	   CSF-­‐1-­‐derived	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macrophages	   (Appendix	   1,	   Supplementary	   Figure	   1).	   This	   could	   potentially	  contribute	   to	   the	   heightened	   inflammatory	   phenotype	   of	   GM-­‐CSF-­‐derived	  macrophages,	  and	  is	  also	  in	  accordance	  with	  the	  recent	  association	  of	  RNF144B	  with	   endometriosis,	   which	   is	   accompanied	   by	   inflammation	   (Albertsen	   et	   al.,	  2013).	  	  	  Prior	   to	   this	   thesis,	   only	   LUBAC	   had	   been	   identified	   as	   an	   E3	   ubiquitin	   ligase	  required	  for	  inflammasome	  activation	  (Section	  1.2.2).	  Despite	  being	  conserved	  throughout	  eukaryotes,	  the	  RBR	  family	  of	  E3	  ubiquitin	  ligases	  is	  not	  well	  studied.	  Among	  the	  14	  RBRs	  expressed	  in	  humans	  (Smit	  and	  Sixma,	  2014),	  Parkin,	  HHARI	  and	   HOIP,	   are	   the	   best	   characterised.	   Parkin	   and	   HHARI	   both	   have	   a	   RING1	  domain	  that	  recruits	  a	  charged	  E2	  ubiquitin	  ligase,	  a	  RING2	  domain	  that	  contains	  a	  catalytic	  cysteine	  that	  mediates	  ubiquitination	  transfer	  in	  a	  HECT-­‐like	  manner,	  and	   auto-­‐inhibitory	   forms	   that	   prevent	  E3	   ligase	   activity,	   though	   the	  modes	   of	  auto-­‐inhibition	  vary	  between	   the	   two	   (Berndsen	  and	  Wolberger,	  2014).	  Parkin	  possesses	  an	  extra	  RING	  domain,	  RING0,	  which	  blocks	  the	  active	  site	  cysteine	  of	  RING2,	   preventing	   its	   activity,	   while	   HHARI	   has	   a	   C-­‐terminal	   Ariadne	   domain	  that	  also	  masks	  the	  RING2	  active	  site	  cysteine.	  However,	  there	  is	  no	  resemblance	  between	   the	   Ariadne	   domain	   and	   the	   RING0	   domain	   of	   Parkin.	   It	   is	   also	  unknown	   how	   a	   conformational	   change	   is	   triggered,	   and	   whether	   it	   involves	  phosphorylation,	   post-­‐translational	   modifications,	   or	   protein	   interactions.	  	  Analysis	   of	   the	   structure	   of	   RNF144B	   using	   Swiss	   Model	  (http://swissmodel.expasy.org/),	  led	  to	  the	  generation	  of	  a	  putative	  model	  based	  on	  the	  structure	  of	  HHARI	  (Protein	  Data	  Bank:	  4kc9.1A),	  which	  was	  determined	  by	  x-­‐ray	  crystallography.	  HHARI	  was	  automatically	  chosen	  as	  the	  template	  as	  it	  had	   the	   highest	   identity	   (31%)	   and	   coverage	   (66%)	   of	   the	   other	   50	   available	  templates	  for	  RNF144B	  (Appendix	  1,	  Supplementary	  Figure	  5).	  The	  predicted	  structure	   of	   RNF144B	   based	   on	   HHARI	   shows	   the	   residues	   predicted	   to	   be	  important	  for	  Zn2+	  co-­‐factors.	  Further	  analysis	  is	  required	  to	  determine	  whether	  RNF144B	  also	  has	  an	  auto-­‐inhibitory	  form,	  and	  to	  precisely	  pinpoint	  the	  cysteine	  residues	  required	  for	  its	  E3	  ubiquitin	  ligase	  activity.	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The	  potential	  for	  RNF144B-­‐mediated	  degradation	  of	  p21WAF1	  as	  the	  mechanism	  by	   which	   it	   regulates	   IL-­‐1β	   was	   investigated	   in	   Chapter	   4,	   with	   inconclusive	  results,	  as	  RNF144B	  knockdown	  did	  not	  affect	  p21WAF1	  protein	  levels.	  Other	  than	  RNF144B,	   other	   RNF	   E3	   ubiquitin	   ligases	   are	   reported	   to	   regulate	   p21WAF1.	  RNF115/BCA2	  (Wang	  et	  al.,	  2013)	  and	  RNF126	  (Zhi	  et	  al.,	  2013)	  were	  shown	  to	  ubiquitinate	  p21WAF1	  for	  proteasomal	  degradation	  to	  promote	  breast	  cancer	  cell	  proliferation.	   In	   these	   studies,	   knockdown	   of	   the	   RNFs	   resulted	   in	   increased	  p21WAF1	   protein	   levels,	   but	   not	   mRNA	   levels,	   and	   overexpression	   resulted	   in	  accumulation	  of	  ubiquitinated	  p21WAF1	  protein.	  Therefore,	  the	  fact	  that	  RNF144B	  knockdown	  did	  not	  reduce	  p21WAF1	  protein	  levels,	  but	  still	  reduced	  LPS-­‐inducible	  IL-­‐1β	  expression	  (Section	  4.2.7),	  suggests	  that	  the	  situation	  is	  more	  complex	  in	  the	   context	   of	   macrophage-­‐mediated	   inflammation.	   It	   is	   also	   possible	   that	  RNF144B	  ubiquitinates	  p21WAF1	  with	  ubiquitin	   that	  does	  not	   target	  p21WAF1	  for	  degradation,	   but	   which	   changes	   its	   localisation	   or	   signalling	   ability,	   thereby	  preventing	   it	   mediating	   the	   repression	   of	   IL-­‐1β	   transcription.	   Thus,	   it	   is	  important	   to	   investigate	   the	   interaction	   of	   RNF144B	   and	   p21WAF1	   in	   future	  studies	   by	   attempting	   co-­‐immunoprecipitation	   of	   p21WAF1.	   Although	   RNF144B	  interaction	   with	   p21WAF1	   was	   shown	   in	   other	   cell-­‐types,	   it	   has	   not	   been	  demonstrated	   in	  macrophages,	   and	   attempts	   to	   do	   so	   in	   this	   project	  were	   not	  completed	  due	  to	  time	  constraints.	  	  	  
6.2.4.	   Potential	  mechanisms	  for	  RNF144B	  regulation	  of	  IL-­‐1β.	  
6.2.4.1.	  RNF144B	  regulation	  of	  IL-­‐1β	  through	  p21WAF1.	  In	   previous	   reports,	   IL-­‐1β	   release	   was	   increased	   in	   human	   and	   mouse	  macrophages	   upon	   knockdown	   of	   p21WAF1	   expression	   (Scatizzi	   et	   al.,	   2009;	  Trakala	   et	   al.,	   2009).	   However,	   in	   the	   study	   by	   Trakala	   et	   al.	   (2009),	   p21WAF1	  knockdown	  not	   only	   enhanced	   IL-­‐1β,	   but	   also	   IL-­‐6	   and	  TNFα	   levels	   in	  mice	   in	  
vivo	  and	  in	  peritoneal	  macrophages.	  This	  was	  attributed	  to	  p21WAF1	  acting	  as	  an	  early	   inhibitor	   of	   NFκB	   activation	   to	   dampen	   inflammation	   and	   macrophage	  activation,	   since	   NFκB	   activation	   was	   increased	   upon	   p21WAF1	   knockdown	  (Trakala	   et	   al.,	   2009).	  However,	   in	   human	  macrophages,	   RNF144B	  knockdown	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did	  not	  reduce	  IL-­‐6	  and	  TNFα	  levels	  (Section	  3.2.4).	  Thus,	  despite	  the	  evidence	  that	   RNF144B	   is	   able	   to	   ubiquitinate	   p21WAF1	   (Conforti	   et	   al.,	   2013;	   Ng	   et	   al.,	  2003),	   it	  may	  be	  that	  RNF144B	  does	  not	  regulate	  IL-­‐1β	  levels	  through	  p21WAF1.	  Nevertheless,	   as	   the	   experiments	   by	   Trakala	   et	   al.	   (2009)	   were	   conducted	   in	  mice,	   it	   is	   also	   possible	   that	   in	   humans,	   p21WAF1	   has	   a	   more	   specific	   role	   in	  regulating	  only	  IL-­‐1β	  and	  not	  other	  inflammatory	  mediators.	  	  NLRP3	  was	  recently	  shown	  to	  inhibit	  p21WAF1	  protein	  expression	  in	  murine	  DCs,	  as	  NLRP3	  knockdown	  resulted	   in	  accumulation	  of	  p21WAF1	  protein	   (Licandro	  et	  al.,	  2013).	  This	  study	  also	  showed	  that	  NLRP3	  was	  required	   for	  stabilisation	  of	  p53	   and	   increased	   cell	   death	   in	   response	   to	   oxidative	   stress	   in	   murine	   DCs.	  p21WAF1	  protein	  protects	  against	  p53-­‐induced	  apoptosis	  by	  promoting	  cell	  cycle	  arrest	  and	  repair	  in	  macrophages	  (Gartel	  and	  Tyner,	  2002;	  Ozaki	  and	  Hanazawa,	  2001;	  Xaus	  et	  al.,	  1999).	  Thus,	  the	  NLRP3	  inflammasome	  was	  suggested	  to	  favour	  programmed	  cell	  death	  and	  restrict	   cell	   repair	  pathways,	   such	  as	  DNA	  damage	  repair,	   through	   activation	   of	   pro-­‐apoptotic	   p53	   signalling	   (Haasken	   and	  Sutterwala,	  2013;	  Licandro	  et	  al.,	  2013).	  Therefore,	  instead	  of	  directly	  regulating	  just	  IL-­‐1β,	  p21WAF1	  may	  instead	  be	  involved	  in	  balancing	  cell	  responses	  between	  inflammation,	   cell	   death	   and	   cell	   repair,	   where	   reduced	   p21WAF1	  and	   thus,	   cell	  repair,	   assists	   in	  promoting	   continuous	  and	  enhanced	   inflammation,	  ultimately	  leading	  to	  cell	  death.	  	  	  
6.2.4.2.	  RNF144B	  regulation	  of	  IL-­‐1β	  through	  HIF1α	  or	  cellular	  stress.	  Alternative	  to	  p21WAF1-­‐mediated	  regulation	  of	  IL-­‐1β,	  RNF144B	  may	  be	  affecting	  other	  pathways	  involved	  in	  IL-­‐1β	  regulation	  (Figure	  6.1).	  	  As	  shown	  in	  Section	  
6.2.2	  above,	  putative	  p53	  and	  HIF1α	  TFBS	  were	   found	   in	   the	  human	  RNF144B	  promoter.	  Both	  of	  these	  transcription	  factors	  crosstalk	  and	  interact	  in	  response	  to	   oxygen	   stress	   (Robertson	   et	   al.,	   2014),	   which	   is	   often	   a	   hallmark	   in	  inflammation.	  Levels	  of	  p53	  and	  HIF1α	  are	  normally	  controlled	  by	  proteasomal	  degradation	   mediated	   by	   the	   E3	   ubiquitin	   ligases,	   mouse	   double	   minute	   2	  homolog	   (MDM2)	   (Tergaonkar	   et	   al.,	   2002),	   and	   von	   Hippel	   Landau	   (VHL),	  respectively	   (Ke	   and	   Costa,	   2006).	   MDM2	   transcription	   is	   induced	   by	   p53,	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forming	   an	   auto-­‐regulatory	   loop	   to	   control	   p53	   levels	   to	   prevent	   unwarranted	  apoptosis.	   During	   excessive	   cellular	   stress,	   such	   as	   DNA	   damage	   or	   extreme	  hypoxic	   conditions,	   both	   p53	   and	   HIF1α	   levels	   increase	   through	   distinct	  interactions	  with	  MDM2.	  Under	   these	   conditions,	   p53	   is	   no	   longer	   targeted	   by	  MDM2	  for	  degradation	  and	  is	  upregulated	  and	  stabilised	  (Kubbutat	  et	  al.,	  1997;	  Wu	   et	   al.,	   1993).	   p53	   then	   translocates	   to	   the	   mitochondria	   to	   promote	  permeabilisation	  of	  mitochondrial	  outer	  membranes	  for	  release	  of	  pro-­‐apoptotic	  factors	  (Moll	  et	  al.,	  2006).	  During	  cellular	  stress,	  MDM2	  interacts	  with	  HIF1α	  by	  stabilising	  it,	  leading	  to	  its	  translocation	  to	  the	  nucleus	  to	  regulate	  transcription	  of	  genes	  (Ke	  and	  Costa,	  2006)	  such	  as	  induction	  of	  IL-­‐1β	  (Tannahill	  et	  al.,	  2013).	  HIF-­‐1α	   is	   also	   reported	   to	   associate	   with	   mitochondria,	   dependent	   on	  stabilisation	  by	  MG132	   treatment,	   indicating	   that	  mitochondrial	  HIF1α	  may	  be	  regulated	  by	  ubiquitination	   (Briston	  et	  al.,	  2011;	  Rane	  et	  al.,	   2009).	  Thus,	  both	  p53	  and	  HIF1α	  localise	  to	  mitochondria	  upon	  cellular	  stress.	  	  	  
	  
Figure	   6.1:	   Diagram	   summarising	   RNF144B	   regulation	   in	   human	   and	  
mouse	  macrophages	  and	  potential	  mechanisms	  for	  IL-­‐1β	  regulation.	  	  
RNF144B	  is	  LPS-­‐inducible	  in	  human	  (Left)	  but	  not	  mouse	  macrophages	  (Right).	  LPS	   upregulates	   p21WAF1	   (Figure	   4.7)	   and	   IL-­‐1β	   in	   both	   human	   and	   mouse	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macrophages.	   In	   human	   macrophages,	   RNF144B	   may	   modulate	   IL-­‐1β	   mRNA	  expression	   (Figure	   4.6),	   via	   negative	   regulation	   of	   p21WAF1,	   which	   has	   been	  shown	   to	   negatively	   regulate	   IL-­‐1β	   (Scatizzi	   et	   al.,	   2009;	   Trakala	   et	   al.,	   2009).	  Alternatively,	   RNF144B	   may	   be	   recruited	   to	   the	   mitochondria	   upon	   cellular	  stress	  (Benard	  et	  al.,	  2010),	  and	  modulate	  IL-­‐1β	  through	  interaction	  with	  HIF1α	  (Tannahill	  et	  al.,	  2013)	  or	  p53,	  or	  by	  affecting	  production	  of	  mitoROS	  (Chandel	  et	  al.,	  2000).	  	  	  As	  mentioned	  above,	  cellular	  stress,	  inflammasome	  activation	  and	  cell	  death	  and	  repair	   appear	   to	   be	   linked	   through	   pro-­‐apoptotic	   p53	   signalling	   and	  inflammasome	   activation.	   This	   is	   supported	   by	   a	   previous	   study	   showing	   that	  p53	   indirectly	   promotes	   NLRP3	   inflammasome	   activation	   by	   suppressing	  autophagy,	   which	   reduces	   NLRP3	   activation	   and	   restricts	   pro-­‐IL-­‐1β	   synthesis	  (Nakahira	  et	  al.,	  2011;	  Tasdemir	  et	  al.,	  2008).	  p53	  also	   induces	  ASC,	  which	  can	  promote	   apoptosis	   by	   directly	   interacting	   and	   co-­‐localising	   with	   Bax	   to	   the	  mitochondria	  to	  induce	  cytochrome	  c	  release,	  caspase	  activation	  and	  significant	  reduction	   of	   mitochondrial	   membrane	   potential	   (Ohtsuka	   et	   al.,	   2004).	  Inflammasome	  activation	  is	  reported	  to	  be	  induced	  by	  a	  range	  of	  cellular	  stress	  signals	   such	   as	   lysosomal	   damage	   and	   oxygen	   stress	   (Conforti-­‐Andreoni	   et	   al.,	  2011),	  however,	  in	  the	  context	  of	  the	  NLRP3	  inflammasome,	  the	  unifying	  signal	  that	  mediates	   inflammasome	  activation	   in	  response	  to	  several	  stimuli	  has	  been	  hypothesised	   to	   be	   mitochondrial	   ROS	   (Kauppinen	   et	   al.,	   2012;	   Tschopp	   and	  Schroder,	  2010;	  Zhong	  et	  al.,	  2013;	  Zhou	  et	  al.,	  2010).	   In	   support	  of	   this,	   IL-­‐1β	  upregulation	  by	  HIF1α	  in	  macrophages	  was	  shown	  to	  be	  dependent	  on	  mitoROS	  generation	   at	   Complex	   III	   within	   the	   mitochondria,	   which	   was	   required	   to	  stabilise	  HIF1α	  (Chandel	  et	  al.,	  2000).	  mitoROS	  was	  also	  shown	  to	  be	  increased	  during	  hypoxia,	  and	  was	  abrogated	  by	  administration	  of	  antioxidants,	  resulting	  in	   attenuation	   of	   inflammasome	   activation	   (Chandel	   et	   al.,	   2000;	   Nishi	   et	   al.,	  2008;	  Wang	  et	  al.,	  2010a;	  Zhong	  et	  al.,	  2013).	  	  	  Interestingly,	  RNF144B	  is	  also	  reported	  to	  translocate	  to	  the	  mitochondria	  upon	  stress-­‐induced	   apoptosis,	   where	   it	   interacts	   with	   a	   pro-­‐apoptotic	   form	   of	   Bax	  (Benard	   et	   al.,	   2010).	   Thus,	   it	   may	   be	   that	   RNF144B	   functions	   in	   a	   human-­‐
Final	  Discussion	  
	  	  	  
159	  
specific	   regulatory	   role	   for	   IL-­‐1β,	   through	   interaction	   with	   HIF1α	   and/or	   p53	  signalling	   or	   involvement	   in	   regulation	   of	   mitoROS.	   RNF144B	   may	   even	   be	  involved	  in	  regulating	  the	  levels	  of	  both	  HIF1α	  and	  p53,	  such	  as	  with	  MDM2.	  In	  addition,	   as	   potential	  TFBS	   for	   both	  HIF1α	   and	  p53	  were	  predicted	  within	   the	  RNF144B	  promoter	  region,	  RNF144B	  may	  be	  involved	  in	  an	  auto-­‐regulatory	  role,	  as	  has	  been	  reported	  for	  RNF144B	  and	  p63	  (Conforti	  et	  al.,	  2013).	  Thus,	   future	  studies	   may	   investigate	   the	   regulation	   of	   RNF144B	   by	   HIF1α	   and	   p53,	   and	  explore	   potential	   effects	   of	   RNF144B	   knockdown	   or	   overexpression	   on	  HIF1α,	  p53	  and	  IL-­‐1β	  levels	  (Figure	  6.1).	  	  Localisation	  of	  RNF144B	  through	  immunofluorescence	  would	  be	  very	  useful	  for	  determining	  the	  dynamics	  of	  RNF144B	  during	  inflammasome	  activation	  and	  thus	  for	  inferral	  of	  function.	  Preliminary	  results	  obtained	  for	  this	  thesis	  showed	  that	  RNF144B	   appeared	   to	   be	   localised	   in	   a	   vesicular	   compartment	   in	   human	  macrophages	  (data	  not	  shown).	  However,	  due	  to	  the	  presence	  of	  an	  un-­‐identified	  band	  detected	  at	  approximately	  24	  kDa	  (Appendix	  1,	  Supplementary	  Figure	  3)	  by	   the	   RNF144B	   antibody,	   which	   appeared	   more	   often	   than	   the	   predicted	  protein	   band	   of	   RNF144B	   at	   33	   kDa,	   it	   was	   not	   pursued	   further	   due	   to	  uncertainty	  of	  the	  antibody’s	  specificity.	  Although	  the	  protein	  band	  was	  initially	  assumed	   to	   be	   non-­‐specific,	   the	   expression	   pattern	   of	   the	   band	   upon	   LPS	  stimulation	  matched	   the	  mRNA	  expression	  pattern	  of	  RNF144B,	  which	   is	  most	  highly	  induced	  at	  6	  h	  post-­‐LPS	  stimulation	  (Appendix	  1,	  Supplementary	  Figure	  
3	   and	   Figure	   3.2).	   Therefore,	   it	   may	   be	   an	   unidentified	   isoform	   of	   RNF144B.	  Indeed,	  previous	  studies	  have	  reported	  an	  alternative	  splice	  variant	  of	  RNF144B	  that	  is	  missing	  the	  3rd	  exon,	  and	  that	  weighs	  approximately	  25	  kDa	  in	  epithelial	  cells	  (Conforti	  et	  al.,	  2013).	  In	  addition,	  it	  is	  possible	  that	  RNF144B	  may	  be	  in	  an	  auto-­‐inhibitory	   state	   such	   as	   Parkin	   or	   HHARI,	   and	   may	   be	   modulated	   by	  cleavage	  at	  the	  predicted	  caspase-­‐1	  cleavage	  site	  (Section	  4.1	  and	   Figure	  4.1),	  which	  would	  yield	  a	  cleaved	  product	  of	  approximately	  the	  same	  size	  as	  the	  non-­‐specific	   protein	   band.	   Therefore,	   future	   studies	   could	   investigate	   whether	   an	  alternate	   isoform	  of	  RNF144B	   exists	  within	  macrophages	   and/or	   the	   ability	   of	  caspases	  to	  cleave	  RNF144B.	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  One	   limitation	   of	   the	   functional	   studies	   conducted	   on	   RNF144B	   is	   that	   the	  conclusions	   reached	   were	   based	   on	   gene	   silencing	   only.	   Although	   functional	  effects	  were	  observed	  with	  multiple	  independent	  siRNAs,	  alternative	  approaches	  would	   give	   further	   confidence	   in	   the	   findings	   generated.	   Overexpression	   of	  RNF144B	  in	  mouse	  macrophages	  was	  attempted	  via	  a	  retroviral-­‐based	  system	  to	  determine	   whether	   over-­‐expression	   of	   RNF144B	   in	   mouse	   macrophages	  amplified	  LPS-­‐inducible	  IL-­‐1β	  expression,	  however,	  this	  was	  not	  completed	  due	  to	  time-­‐constraints,	  and	  should	  be	  pursued	  in	  future	  studies.	  Future	  studies	  may	  also	   correlate	   RNF144B	   expression	   in	   patients	  with	   autoimmune	   diseases	   and	  mouse	  models	  of	  sepsis,	  to	  validate	  RNF144B	  expression	   in	  vivo	  and	  in	  relation	  to	  LPS	  induction	  and	  IL-­‐1β	  transcription.	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6.3.	   Role	   of	   HDACi	   and	   GPCRs	   in	   human	   macrophage	  
antimicrobial	  and	  inflammatory	  pathways	  
6.3.1.	   The	  role	  of	  HDACi	  in	  promoting	  mitochondrial	  ROS	  in	  HMDM	  	  In	  Chapter	  5,	  treatment	  of	  bacterially	  infected	  HMDM	  with	  HDACi	  was	  found	  to	  reduce	   bacterial	   survival.	   Although	   this	   was	   attributed	   to	   reduction	   in	  phagocytosis	   upon	   HDACi	   priming,	   co-­‐treatment	   with	   HDACi	   did	   not	   affect	  phagocytosis,	   but	   still	   enhanced	   bacterial	   clearance.	   Inhibitor	   data	   suggested	  that	   this	   increased	   microbicidal	   activity	   was	   mediated	   by	   enhanced	   mitoROS	  production	   (Figure	   6.2).	  This	   is	   in	  accordance	  with	   recent	   literature	   reporting	  mitoROS	   as	   a	   TLR-­‐inducible	   antimicrobial	   mechanism	   (West	   et	   al.,	   2011).	  Cellular	   and	   mitochondrial	   ROS	   has	   also	   been	   shown	   to	   be	   important	   for	  antibiotic-­‐mediated	   autophagy-­‐dependent	   clearance	   of	   M.	   tuberculosis	   with	  reliance	  on	  the	  activity	  of	  NOX2	  within	  the	  host	  (Kim	  et	  al.,	  2012).	  	  	  
	  
Figure	   6.2:	   Human	   macrophage	   antimicrobial	   pathways	   promoted	   by	  
HDACi	  and	  C5a.	  
Left:	   Treatment	   of	   HMDM	  with	   HDACi	   promotes	   TLR-­‐inducible	   production	   of	  mitoROS,	  enhancing	  the	  clearance	  of	  S.	  Typhimurium	  and	  E.	  coli	  from	  these	  cells.	  
Right:	  Treatment	  of	  HMDM	  with	  C5a	  promotes	  clearance	  of	  S.	  Typhimurium	  via	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a	  MEK/ERK-­‐dependent	  pathway	  that	  could	  potentially	   involve	  NADPH	  oxidase-­‐dependent	  and/or	  mitoROS.	  Dotted	  arrows	  indicated	  signalling	  pathways.	  	  As	  HDACi	  promoted	  mitoROS	  generation,	  it	  would	  be	  beneficial	  to	  utilise	  HDACi	  that	  are	  more	  selective	  for	  individual	  HDACs,	  to	  investigate	  which	  HDAC	  proteins	  are	   involved	   in	   the	   induction	  of	  mitoROS	   in	  HMDM.	  This	  might	  allow	   for	  more	  specific	   control	   in	   induction	   of	   mitoROS,	   and	   other	   antimicrobial	   responses	  induced	   by	   mitoROS	   such	   as	   autophagy,	   to	   promote	   intracellular	   pathogen	  clearance.	   It	   would	   also	   be	   useful	   to	   assess	   the	   ability	   of	   HDACi	   treatment	   to	  clear	   bacterial	   infections	   in	   pre-­‐infected	   macrophages.	   If	   similarly	   enhanced	  antimicrobial	  responses	  were	  observed	  as	  with	  co-­‐treatment	  with	  infection,	  this	  would	  suggest	  that	  more	  specific	  HDACi	  could	  potentially	  be	  developed	  as	  anti-­‐infective	  strategies.	  In	  an	  age	  of	  ever-­‐increasing	  antibiotic	  resistance,	  alternative	  approaches	  to	  combat	  infections	  are	  clearly	  of	  interest.	  However,	  further	  careful	  investigation	  would	   be	   required	   to	   determine	   proper	   timing	   of	   administration	  and	  to	   identify	  more	  selective	  HDACi,	  as	   findings	  reported	  here	  clearly	  showed	  an	  effect	  of	  broad-­‐spectrum	  HDACi	  on	  phagocytosis	  (Section	  5.2.6).	  In	  addition,	  since	  HDACi	  suppress	  inflammation,	  the	  use	  of	  HDACi	  to	  promote	  antimicrobial	  responses	   could	   be	   detrimental	   for	   in	   vivo	   treatments,	   as	   HDACi	   may	   still	  compromise	  host	  defence	  pathways.	  Thus,	  it	  is	  important	  to	  analyse	  the	  effect	  of	  administering	  HDACi	  as	  antimicrobial	  therapeutics	  in	  vivo.	  	  	  HDACi	   have	   also	   recently	   been	   investigated	   for	   use	   to	   curb	   many	   parasitic	  infections	  such	  as	  malaria	  and	  leishmaniasis,	  which	  are	  increasingly	  a	  threat	  due	  to	  the	  emergence	  of	  multi-­‐drug	  resistant	  strains	  and	  the	  susceptibility	  of	  human	  immunodeficiency	   virus	   (HIV)-­‐infected	   patients	   to	   opportunistic	   infections	  (Andrews	  et	  al.,	  2009;	  Patil	  et	  al.,	  2010;	  Rotili	  et	  al.,	  2009).	  	  In	  recent	  years,	  new	  classes	  of	  HDACi	  (aroyl-­‐pyrrolyl-­‐hydroxyamides	  and	  aryltriazolylhydroxamates-­‐based	  HDACi)	  have	  been	  developed	  and	  shown	  in	  vitro	  to	  be	  several	  times	  more	  effective	  against	  plasmodium	  and	  leishmania	  as	  standard	  HDACi,	  and	  to	  be	  even	  as	   effective	   as	   the	   currently	   available	   oral	   compound,	   miltefosine,	   against	  visceral	   leishmaniasis	   (Mai	   et	   al.,	   2004;	   Patil	   et	   al.,	   2010).	   Administration	   of	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SB939,	   an	   orally	   active	  HDACi,	  was	   also	   found	   to	   be	   effective	   in	   in	  vivo	  mouse	  models	   of	   cerebral	   malaria	   (Andrews	   et	   al.,	   2009).	   These	   findings	   reveal	   the	  potential	  of	  HDACi	  as	  anti-­‐infective	  agents	  against	  parasitic	  infections	  by	  causing	  direct	  killing	  of	  parasites.	  The	  findings	  presented	  in	  this	  thesis	  complement	  these	  studies	  by	  showing	  that,	  in	  addition	  to	  previously	  reported	  direct	  toxicity	  against	  some	  pathogens	  (e.g.	  plasmodium,	  leishmania),	  HDACi	  are	  also	  able	  to	  promote	  antimicrobial	  responses	  of	  human	  macrophages	  against	  intracellular	  bacteria.	  	  
6.3.2.	   The	   effect	   of	   crosstalk	   between	   hC5a	   and	   TLR4	   signalling	   in	  
regulating	  HMDM	  antimicrobial	  activity	  Co-­‐treatment	  of	  HMDM	  with	  C5a	  enhanced	  bacterial	  clearance	  via	  a	  mechanism	  that	  appeared	  to	  be	  dependent	  on	  MEK1/2	  signalling	  (Chapter	   5,	   Figure	   6.2).	  Thus,	   assuming	   that	   C5aR	   signalling	   does	   not	   impair	   phagocytosis	   by	   human	  macrophages,	   it	   would	   be	   of	   interest	   to	   investigate	   specific	   antimicrobial	  mechanisms	   that	   are	   triggered	  by	  C5aR	   in	  human	  macrophages.	   In	   addition	   to	  promoting	  degranulation	  (Goldstein	  and	  Weissmann,	  1974)	  and	  ROS	  generation	  (Riedemann	   et	   al.,	   2003),	   C5a	   has	   been	   reported	   to	   mediate	   autophagy	   in	  alveolar	   macrophages	   (Hu	   et	   al.,	   2014),	   promote	   chemotaxis	   of	   myeloid	   cells	  (Bosmann	  and	  Ward,	  2012),	  induce	  intracellular	  calcium	  mobilisation	  (Lee	  et	  al.,	  2008;	   Roach	   et	   al.,	   2008),	   and	   activate	   MAPK	   signalling	   (Gerard	   and	   Gerard,	  1994;	   Lee	   et	   al.,	   2008).	   It	   has	   previously	   been	   reported	   that	   ERK	   activation	   is	  critically	   involved	   in	   degranulation	   of	   cytotoxic	   lymphocytes	   and	   in	   FcεRI-­‐induced	   degranulation	   in	   mast	   cells	   (Takayama	   et	   al.,	   2013).	   Interestingly,	  inhibition	  of	  the	  MEK/ERK	  signalling	  pathway	  decreased	  ROS	  production	  in	  LPS-­‐stimulated	   human	   and	  mouse	  macrophages	   (Traves	   et	   al.,	   2012).	   Therefore,	   it	  would	   be	   of	   interest	   to	   determine	   whether	   NADPH	   oxidase-­‐dependent	   ROS	  production	  is	  amplified	  by	  C5a	  co-­‐treatment	  with	  infection,	  and	  whether	  this	   is	  responsible	  for	  the	  MEK1/2-­‐dependent	  enhanced	  bacterial	  clearance.	  	  Future	  studies	  could	  also	  investigate	  the	  effects	  of	  C5aR	  crosstalk	  with	  TLR4	  on	  antimicrobial	   responses	  of	  different	  macrophage	  populations,	   for	   example	  GM-­‐
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CSF-­‐derived	   macrophages.	   In	   this	   regard,	   C5a	   had	   similar	   effects	   on	   LPS	  responses	  in	  donor-­‐matched	  GM-­‐CSF-­‐	  and	  M-­‐CSF-­‐derived	  macrophages	  (Seow	  et	  al.,	   2013).	   In	   both	   macrophage	   populations,	   C5a	   treatment	   repressed	   LPS-­‐induced	   IL-­‐6	   and	   TNFα	   cytokine	   secretion,	   while	   enhancing	   IL-­‐10	   secretion,	  though	  GM-­‐CSF-­‐derived	  macrophages	  showed	  higher	  LPS-­‐inducible	  levels	  of	  IL-­‐6	  and	  TNFα.	  However,	  C5a	  co-­‐stimulation	  with	  Poly	  (I:C)	  treatment	  enhanced	  IL-­‐6	  production	   in	   GM-­‐CSF-­‐derived	   macrophages,	   but	   not	   M-­‐CSF-­‐derived	  macrophages,	   which	   were	   unresponsive	   to	   Poly(I:C).	   This	   indicates	   that	  differences	   exist	   in	   the	   responsiveness	   of	   the	   two	  macrophage	   populations	   to	  different	   TLR-­‐ligands	   (Seow	   et	   al.,	   2013).	   Indeed,	   these	   two	   macrophage	  populations	  were	  reported	  to	  differentially	  express	  PRRs.	  For	  example,	  GM-­‐CSF-­‐derived	   macrophages	   have	   a	   higher	   ratio	   of	   TLR4/TLR2	   than	   M-­‐CSF-­‐derived	  macrophages	   (Sauer	   et	   al.,	   2014;	   Wang	   et	   al.,	   2014).	   This	   is	   of	   interest,	  considering	  that	  C5aR	  cross-­‐talks	  with	  both	  TLR2	  and	  TLR4	  (Hajishengallis	  and	  Lambris,	   2010),	   and	   infection	   with	   S.	   Typhimurium	   could	   stimulate	   multiple	  TLRs.	  	  	  Interestingly,	   mouse	   and	   human	   GM-­‐CSF-­‐	   and	   M-­‐CSF-­‐derived	   macrophages,	  respectively,	  were	  shown	  to	  have	  approximately	  20%	  to	  23%	  divergence	  in	  gene	  expression	   (Lacey	   et	   al.,	   2012),	   with	   GM-­‐CSF	   upregulating	   more	   immune	  response	   genes	   in	   both	   human	   and	   mouse	   macrophages	   upon	   stimulation.	  Furthermore,	   previous	   work	   from	   this	   laboratory	   used	   Taqman	   Low	   Density	  Arrays	  (TLDA)	  to	  analyse	  the	  expression	  of	  non-­‐sensory	  GPCRs	  in	  unstimulated	  and	   LPS-­‐stimulated	   human	   primary	   macrophages	   differentiated	   with	   GM-­‐CSF	  and	   M-­‐CSF	   (Hohenhaus	   et	   al.,	   2013).	   This	   analysis	   revealed	   that	   GPCRs	   were	  mostly	   similarly	   regulated	   between	   GM-­‐CSF	   and	   M-­‐CSF-­‐derived	   macrophages.	  However,	  15	  GPCRs	  were	  differentially	  expressed	  between	  the	  two	  macrophage	  populations	  at	  basal	  state,	  and	  14	  GPCRs	  showed	  divergent	  expression	  with	  LPS	  stimulation.	   Thus,	   these	   findings	   indicate	   that	   GM-­‐CSF-­‐	   and	   M-­‐CSF-­‐derived	  macrophages	  have	  overlapping	  but	  non-­‐identical	  functions,	  and	  therefore,	  might	  be	   modulated	   differently	   upon	   TLR	   and	   GPCR	   crosstalk	   in	   the	   context	   of	  microbicidal	   pathways.	   Experiments	   were	   conducted	   to	   compare	   intracellular	  
Final	  Discussion	  
	  	  	  
165	  
survival	   of	   S.	   Typhimurium	   in	   donor-­‐matched	   GM-­‐CSF-­‐	   and	   M-­‐CSF-­‐derived	  macrophages,	   and	   preliminary	   results	   indicated	   that	   bacterial	   clearance	   was	  similarly	   enhanced	   with	   C5a	   co-­‐treatment	   in	   both	   populations,	   dependent	   on	  MEK1/2	   signaling.	  However,	   as	   this	   comparison	  was	   not	   fully	   explored,	   future	  studies	   could	   focus	   on	   comparing	   the	   efficacy	   of	   bacterial	   clearance	   and	  characterisation	  of	  the	  antimicrobial	  mechanisms	  employed	  by	  both	  macrophage	  populations	  upon	  co-­‐treatment	  with	  C5a.	  	  	  	  
6.4.	  Conclusions	  In	  summary,	  this	  thesis	  has	  revealed	  RNF144B	  as	  a	  novel	  regulator	  of	  IL-­‐1β	  that	  is	   specifically	   induced	   by	   LPS	   in	   human	   but	   not	   mouse	   macrophages.	   I	   also	  identified	   HDACi	   and	   C5a	   as	   being	   able	   to	   enhance	  macrophage	   antimicrobial	  responses.	   Thus,	   the	   findings	   from	   this	   project	   will	   direct	   future	   research	  towards	  a	  better	  understanding	  of	  macrophage	  inflammatory	  and	  antimicrobial	  pathways,	   and	  may	   contribute	   towards	   the	   development	   of	   novel	   strategies	   to	  ameliorate	   inflammation	   and/or	   enhance	   host	   defence	   through	   modulation	   of	  macrophage	  function.	  	  	  	  
	  	  	  	  	  	  	  	  	  	  	  
CHAPTER	  7	  
	  
References	  
	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  
References	  
	  	  	  
167	  
A-­‐Gonzalez,	  N.,	  Guillen,	  J.A.,	  Gallardo,	  G.,	  Diaz,	  M.,	  de	  la	  Rosa,	  J.V.,	  Hernandez,	  I.H.,	  Casanova-­‐Acebes,	  M.,	  Lopez,	  F.,	  Tabraue,	  C.,	  Beceiro,	  S.,	  et	  al.	  (2013).	  The	  nuclear	   receptor	   LXRalpha	   controls	   the	   functional	   specialization	   of	  splenic	  macrophages.	  Nat	  Immunol	  14,	  831-­‐839.	  Abe,	   T.,	   Hosur,	   K.B.,	   Hajishengallis,	   E.,	   Reis,	   E.S.,	   Ricklin,	   D.,	   Lambris,	   J.D.,	   and	  Hajishengallis,	   G.	   (2012).	   Local	   complement-­‐targeted	   intervention	   in	  periodontitis:	  proof-­‐of-­‐concept	  using	  a	  C5a	  receptor	  (CD88)	  antagonist.	  J	  Immunol	  189,	  5442-­‐5448.	  Achard,	   M.E.S.,	   Stafford,	   S.L.,	   Bokil,	   N.J.,	   Chartres,	   J.,	   Bernhardt,	   P.V.,	   Schembri,	  M.A.,	   Sweet,	   M.J.,	   and	   McEwan,	   A.G.	   (2012).	   Copper	   redistribution	   in	  murine	   macrophages	   in	   response	   to	   Salmonella	   infection.	   The	  Biochemical	  journal	  444,	  51-­‐57.	  Aderem,	   A.,	   and	   Underhill,	   D.M.	   (1999).	   Mechanisms	   of	   phagocytosis	   in	  macrophages.	  Annu	  Rev	  Immunol	  17,	  593-­‐623.	  Agerberth,	  B.,	  Gunne,	  H.,	  Odeberg,	  J.,	  Kogner,	  P.,	  Boman,	  H.G.,	  and	  Gudmundsson,	  G.H.	  (1995).	  FALL-­‐39,	  a	  putative	  human	  peptide	  antibiotic,	  is	  cysteine-­‐free	  and	   expressed	   in	   bone	  marrow	   and	   testis.	   Proc	  Natl	   Acad	   Sci	   U	   S	   A	  92,	  195-­‐199.	  Aggarwal,	  B.B.,	  Gupta,	  S.C.,	  and	  Kim,	  J.H.	  (2011).	  Historical	  perspectives	  on	  tumor	  necrosis	  factor	  and	  its	  superfamily:	  25	  years	  later,	  a	  golden	  journey.	  Blood	  
119,	  651-­‐665.	  Aggarwal,	   S.,	   Ghilardi,	   N.,	   Xie,	   M.H.,	   de	   Sauvage,	   F.J.,	   and	   Gurney,	   A.L.	   (2003).	  Interleukin-­‐23	   promotes	   a	   distinct	   CD4	   T	   cell	   activation	   state	  characterized	  by	  the	  production	  of	  interleukin-­‐17.	  J	  Biol	  Chem	  278,	  1910-­‐1914.	  Aguilera,	  M.,	  Oliveros,	  M.,	  Martínez-­‐Padrón,	  M.,	  Barbas,	  J.A.,	  and	  Ferrús,	  A.	  (2000).	  Ariadne-­‐1:	  a	  vital	  Drosophila	  gene	  is	  required	  in	  development	  and	  defines	  a	  new	  conserved	  family	  of	  ring-­‐finger	  proteins.	  Genetics	  155,	  1231-­‐1244.	  Akashi,	   S.,	   Saitoh,	   S.-­‐i.,	   Wakabayashi,	   Y.,	   Kikuchi,	   T.,	   Takamura,	   N.,	   Nagai,	   Y.,	  Kusumoto,	   Y.,	   Fukase,	   K.,	   Kusumoto,	   S.,	   Adachi,	   Y.,	   et	   al.	   (2003).	  Lipopolysaccharide	  interaction	  with	  cell	  surface	  Toll-­‐like	  receptor	  4-­‐MD-­‐2:	   higher	   affinity	   than	   that	   with	   MD-­‐2	   or	   CD14.	   The	   Journal	   of	  experimental	  medicine	  198,	  1035-­‐1042.	  Akashi-­‐Takamura,	  S.,	  and	  Miyake,	  K.	  (2008).	  TLR	  accessory	  molecules.	  Curr	  Opin	  Immunol	  20,	  420-­‐425.	  
References	  
	  	  	  
168	  
Akira,	  S.,	  and	  Takeda,	  K.	  (2004).	  Toll-­‐like	  receptor	  signalling.	  Nat	  Rev	  Immunol	  4,	  499-­‐511.	  Albertsen,	  H.M.,	   Chettier,	  R.,	   Farrington,	  P.,	   and	  Ward,	  K.	   (2013).	  Genome-­‐wide	  association	  study	  link	  novel	  loci	  to	  endometriosis.	  PLoS	  ONE	  8,	  e58257.	  Alexopoulou,	  L.,	  Holt,	  A.C.,	  Medzhitov,	  R.,	  and	  Flavell,	  R.A.	  (2001).	  Recognition	  of	  double-­‐stranded	  RNA	  and	  activation	  of	  NF-­‐kappa	  B	  by	  Toll-­‐like	  receptor	  3.	  Nature	  413,	  732-­‐738.	  Alonso,	   S.,	   Pethe,	   K.,	   Russell,	   D.G.,	   and	   Purdy,	   G.E.	   (2007).	   Lysosomal	   killing	   of	  Mycobacterium	  mediated	   by	   ubiquitin-­‐derived	   peptides	   is	   enhanced	   by	  autophagy.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  104,	  6031-­‐6036.	  Andrade,	  W.A.,	  Souza	  Mdo,	  C.,	  Ramos-­‐Martinez,	  E.,	  Nagpal,	  K.,	  Dutra,	  M.S.,	  Melo,	  M.B.,	   Bartholomeu,	   D.C.,	   Ghosh,	   S.,	   Golenbock,	   D.T.,	   and	   Gazzinelli,	   R.T.	  (2013).	   Combined	   action	   of	   nucleic	   acid-­‐sensing	   Toll-­‐like	   receptors	   and	  TLR11/TLR12	  heterodimers	   imparts	  resistance	   to	  Toxoplasma	  gondii	   in	  mice.	  Cell	  Host	  Microbe	  13,	  42-­‐53.	  Andrews,	   K.T.,	   Tran,	   T.N.,	   Wheatley,	   N.C.,	   and	   Fairlie,	   D.P.	   (2009).	   Targeting	  histone	   deacetylase	   inhibitors	   for	   anti-­‐malarial	   therapy.	   Curr	   Top	   Med	  Chem	  9,	  292-­‐308.	  Angiolillo,	   D.J.,	   Capodanno,	   D.,	   and	   Goto,	   S.	   (2010).	   Platelet	   thrombin	   receptor	  antagonism	  and	  atherothrombosis.	  Eur	  Heart	  J	  31,	  17-­‐28.	  Ariffin,	  J.K.,	  and	  Sweet,	  M.J.	  (2013).	  Differences	  in	  the	  repertoire,	  regulation	  and	  function	   of	   Toll-­‐like	   Receptors	   and	   inflammasome-­‐forming	   Nod-­‐like	  Receptors	  between	  human	  and	  mouse.	  Curr	  Opin	  Microbiol	  16,	  303-­‐310.	  Armstrong,	   J.A.,	   and	   Hart,	   P.D.	   (1975).	   Phagosome-­‐lysosome	   interactions	   in	  cultured	  macrophages	   infected	  with	  virulent	   tubercle	  bacilli.	  Reversal	  of	  the	  usual	   nonfusion	  pattern	   and	  observations	   on	  bacterial	   survival.	   The	  Journal	  of	  experimental	  medicine	  142,	  1-­‐16.	  Arndt,	   P.,	   and	   Abraham,	   E.	   (2001).	   Immunological	   therapy	   of	   sepsis:	  experimental	  therapies.	  Intensive	  Care	  Med	  27	  Suppl	  1,	  S104-­‐115.	  Ashokkumar,	  C.,	  Ningappa,	  M.,	  Ranganathan,	  S.,	  Higgs,	  B.W.,	  Sun,	  Q.,	  Schmitt,	  L.,	  Snyder,	   S.,	   Dobberstein,	   J.,	   Branca,	   M.,	   Jaffe,	   R.,	   et	   al.	   (2011).	   Increased	  Expression	   of	   Peripheral	   Blood	   Leukocyte	   Genes	   Implicate	   CD14(+)	  Tissue	   Macrophages	   in	   Cellular	   Intestine	   Allograft	   Rejection.	   The	  American	  Journal	  of	  Pathology	  179,	  1929-­‐1938.	  
References	  
	  	  	  
169	  
Atianand,	   M.K.,	   Duffy,	   E.B.,	   Shah,	   A.,	   Kar,	   S.,	   Malik,	   M.,	   and	   Harton,	   J.a.	   (2011).	  Francisella	   tularensis	   reveals	   a	   disparity	   between	   human	   and	   mouse	  NLRP3	  inflammasome	  activation.	  The	  Journal	  of	  biological	  chemistry	  286,	  39033-­‐39042.	  Aubry,	   J.-­‐p.,	  Dugas,	  N.,	   Lecoanet-­‐henchoz,	   S.,	   Ouaaz,	   F.,	   Zhao,	  H.,	  Delfraissy,	   J.-­‐f.,	  Craber,	   P.,	   Kolb,	   J.-­‐p.,	   and	   Dugas,	   B.	   (1997).	   The	   25-­‐kDa	   Soluble	   CD23	  Activates	  Type	  111	  Constitutive	  Nitric	  Oxide-­‐Synthase	  Activity	  Via	  C	  D	  l	  l.	  Auffray,	   C.,	   Fogg,	  D.,	   Garfa,	  M.,	   Elain,	  G.,	   Join-­‐Lambert,	  O.,	  Kayal,	   S.,	   Sarnacki,	   S.,	  Cumano,	   A.,	   Lauvau,	   G.,	   and	   Geissmann,	   F.	   (2007).	   Monitoring	   of	   blood	  vessels	   and	   tissues	   by	   a	   population	   of	   monocytes	   with	   patrolling	  behavior.	  Science	  317,	  666-­‐670.	  Babior,	  B.M.	  (1999).	  NADPH	  oxidase:	  an	  update.	  Blood	  93,	  1464-­‐1476.	  Babior,	  B.M.	  (2004).	  NADPH	  oxidase.	  Curr	  Opin	  Immunol	  16,	  42-­‐47.	  Bamberg,	  C.E.,	  Mackay,	  C.R.,	  Lee,	  H.,	  Zahra,	  D.,	  Jackson,	  J.,	  Lim,	  Y.S.,	  Whitfeld,	  P.L.,	  Craig,	  S.,	  Corsini,	  E.,	  Lu,	  B.,	  et	  al.	  (2010).	  The	  C5a	  Receptor	  (C5aR)	  C5L2	  Is	  a	   Modulator	   of	   C5aR-­‐mediated	   Signal	   Transduction.	   J	   Biol	   Chem	   285,	  7633-­‐7644.	  Bantscheff,	   M.,	   Hopf,	   C.,	   Savitski,	   M.M.,	   Dittmann,	   A.,	   Grandi,	   P.,	   Michon,	   A.M.,	  Schlegl,	   J.,	   Abraham,	   Y.,	   Becher,	   I.,	   Bergamini,	   G.,	   et	   al.	   (2011).	  Chemoproteomics	  profiling	  of	  HDAC	  inhibitors	  reveals	  selective	  targeting	  of	  HDAC	  complexes.	  Nat	  Biotechnol	  29,	  255-­‐265.	  Barreda,	   D.R.,	   Hanington,	   P.C.,	   and	  Belosevic,	  M.	   (2004).	   Regulation	   of	  myeloid	  development	   and	   function	   by	   colony	   stimulating	   factors.	   Dev	   Comp	  Immunol	  28,	  509-­‐554.	  Barton,	  G.M.,	   and	  Kagan,	   J.C.	   (2009).	  A	   cell	   biological	   view	  of	  Toll-­‐like	   receptor	  function:	   regulation	   through	   compartmentalization.	  Nat	  Rev	   Immunol	  9,	  535-­‐542.	  Barton,	  K.M.,	  Archin,	  N.M.,	  Keedy,	  K.S.,	  Espeseth,	  A.S.,	  Zhang,	  Y.-­‐l.,	  Gale,	  J.,	  Wagner,	  F.F.,	  Holson,	  E.B.,	  and	  Margolis,	  D.M.	  (2014).	  Selective	  HDAC	  Inhibition	  for	  the	  Disruption	  of	  Latent	  HIV-­‐1	  Infection.	  PLoS	  ONE	  9,	  e102684.	  Bauer,	  S.,	  Kirschning,	  C.J.,	  Hacker,	  H.,	  Redecke,	  V.,	  Hausmann,	  S.,	  Akira,	  S.,	  Wagner,	  H.,	   and	   Lipford,	   G.B.	   (2001).	   Human	   TLR9	   confers	   responsiveness	   to	  bacterial	  DNA	  via	  species-­‐specific	  CpG	  motif	   recognition.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  98,	  9237-­‐9242.	  
References	  
	  	  	  
170	  
Bauernfeind,	  F.G.,	  Horvath,	  G.,	   Stutz,	  A.,	  Alnemri,	  E.S.,	  MacDonald,	  K.,	   Speert,	  D.,	  Fernandes-­‐Alnemri,	  T.,	  Wu,	   J.,	  Monks,	  B.G.,	   Fitzgerald,	  K.A.,	  et	  al.	   (2009).	  Cutting	   edge:	   NF-­‐kappaB	   activating	   pattern	   recognition	   and	   cytokine	  receptors	   license	  NLRP3	   inflammasome	   activation	   by	   regulating	  NLRP3	  expression.	  J	  Immunol	  183,	  787-­‐791.	  Ben-­‐Sasson,	  S.Z.,	  Hogg,	  A.,	  Hu-­‐Li,	  J.,	  Wingfield,	  P.,	  Chen,	  X.,	  Crank,	  M.,	  Caucheteux,	  S.,	   Ratner-­‐Hurevich,	   M.,	   Berzofsky,	   J.A.,	   Nir-­‐Paz,	   R.,	   et	   al.	   (2013).	   IL-­‐1	  enhances	   expansion,	   effector	   function,	   tissue	   localization,	   and	   memory	  response	   of	   antigen-­‐specific	   CD8	   T	   cells.	   The	   Journal	   of	   Experimental	  Medicine	  210,	  491-­‐502.	  Benard,	  G.,	  Neutzner,	  A.,	  Peng,	  G.,	  Wang,	  C.,	  Livak,	  F.,	  Youle,	  R.J.,	  and	  Karbowski,	  M.	  (2010).	  IBRDC2,	  an	  IBR-­‐type	  E3	  ubiquitin	  ligase,	  is	  a	  regulatory	  factor	  for	  Bax	  and	  apoptosis	  activation.	  The	  EMBO	  journal	  29,	  1458-­‐1471.	  Berndsen,	  C.E.,	   and	  Wolberger,	  C.	   (2014).	  New	   insights	   into	  ubiquitin	  E3	   ligase	  mechanism.	  Nat	  Struct	  Mol	  Biol	  21,	  301-­‐307.	  Bertrand,	  M.J.,	   Doiron,	   K.,	   Labbe,	   K.,	   Korneluk,	   R.G.,	   Barker,	   P.A.,	   and	   Saleh,	  M.	  (2009).	  Cellular	  inhibitors	  of	  apoptosis	  cIAP1	  and	  cIAP2	  are	  required	  for	  innate	  immunity	  signaling	  by	  the	  pattern	  recognition	  receptors	  NOD1	  and	  NOD2.	  Immunity	  30,	  789-­‐801.	  Beutler,	  B.,	  Jiang,	  Z.,	  Georgel,	  P.,	  Crozat,	  K.,	  Croker,	  B.,	  Rutschmann,	  S.,	  Du,	  X.,	  and	  Hoebe,	  K.	  (2006).	  Genetic	  Analysis	  of	  Host	  Resistance	  :	  Toll-­‐Like	  Receptor	  Signaling	  and	  Immunity	  at	  Large.	  Bhaskara,	   S.,	   Chyla,	   B.J.,	   Amann,	   J.M.,	   Knutson,	   S.K.,	   Cortez,	   D.,	   Sun,	   Z.W.,	   and	  Hiebert,	   S.W.	   (2008).	   Deletion	   of	   histone	   deacetylase	   3	   reveals	   critical	  roles	  in	  S	  phase	  progression	  and	  DNA	  damage	  control.	  Mol	  Cell	  30,	  61-­‐72.	  Bird,	  P.I.,	  Trapani,	  J.A.,	  and	  Villadangos,	  J.A.	  (2009).	  Endolysosomal	  proteases	  and	  their	  inhibitors	  in	  immunity.	  Nat	  Rev	  Immunol	  9,	  871-­‐882.	  Biswas,	   D.,	   Qureshi,	   O.S.,	   Lee,	  W.-­‐Y.,	   Croudace,	   J.E.,	  Mura,	  M.,	   and	   Lammas,	   D.a.	  (2008).	   ATP-­‐induced	   autophagy	   is	   associated	   with	   rapid	   killing	   of	  intracellular	  mycobacteria	  within	  human	  monocytes/macrophages.	  BMC	  Immunol	  9,	  35.	  Biswas,	   S.K.,	   and	   Mantovani,	   A.	   (2012).	   Orchestration	   of	   metabolism	   by	  macrophages.	  Cell	  Metab	  15,	  432-­‐437.	  
References	  
	  	  	  
171	  
Blanc-­‐Potard,	  A.B.,	  and	  Groisman,	  E.A.	  (1997).	  The	  Salmonella	  selC	  locus	  contains	  a	   pathogenicity	   island	  mediating	   intramacrophage	   survival.	   EMBO	   J	   16,	  5376-­‐5385.	  Blattner,	   F.R.,	   Plunkett,	   G.,	   3rd,	   Bloch,	   C.A.,	   Perna,	   N.T.,	   Burland,	   V.,	   Riley,	   M.,	  Collado-­‐Vides,	   J.,	  Glasner,	   J.D.,	  Rode,	  C.K.,	  Mayhew,	  G.F.,	  et	  al.	  (1997).	  The	  complete	   genome	   sequence	   of	   Escherichia	   coli	   K-­‐12.	   Science	  277,	   1453-­‐1462.	  Bode,	   K.a.,	   and	   Dalpke,	   A.H.	   (2011).	   HDAC	   inhibitors	   block	   innate	   immunity.	  Blood	  117,	  1102-­‐1103.	  Bode,	  K.a.,	  Schroder,	  K.,	  Hume,	  D.a.,	  Ravasi,	  T.,	  Heeg,	  K.,	  Sweet,	  M.J.,	  and	  Dalpke,	  A.H.	   (2007).	   Histone	   deacetylase	   inhibitors	   decrease	   Toll-­‐like	   receptor-­‐mediated	   activation	   of	   proinflammatory	   gene	   expression	   by	   impairing	  transcription	  factor	  recruitment.	  Immunology	  122,	  596-­‐606.	  Bogdan,	  C.	  (2001).	  Nitric	  oxide	  and	  the	  immune	  response.	  Nat	  Immunol	  2,	  907-­‐916.	  Bolden,	   J.E.,	   Peart,	   M.J.,	   and	   Johnstone,	   R.W.	   (2006).	   Anticancer	   activities	   of	  histone	  deacetylase	  inhibitors.	  Nat	  Rev	  Drug	  Discov	  5,	  769-­‐784.	  Bongartz,	   T.,	   Sutton,	   A.J.,	   Sweeting,	   M.J.,	   Buchan,	   I.,	   and	   Matteson,	   E.L.	   (2006).	  Anti-­‐TNF	  Antibody	  Therapy	  in	  Rheumatoid	  Arthritis	  and	  the	  Risk.	  	  295.	  Bosisio,	  D.,	  Vulcano,	  M.,	  Del	  Prete,	  A.,	  Sironi,	  M.,	  Salvi,	  V.,	  Salogni,	  L.,	  Riboldi,	  E.,	  Leoni,	   F.,	   Dinarello,	   C.A.,	   Girolomoni,	   G.,	   et	   al.	   (2008).	   Blocking	   TH17-­‐polarizing	  cytokines	  by	  histone	  deacetylase	  inhibitors	  in	  vitro	  and	  in	  vivo.	  J	  Leukoc	  Biol	  84,	  1540-­‐1548.	  Bosmann,	  M.,	  Patel,	  V.R.,	  Russkamp,	  N.F.,	  Pache,	  F.,	  Zetoune,	  F.S.,	  Sarma,	  J.V.,	  and	  Ward,	  P.A.	  (2011a).	  MyD88-­‐dependent	  production	  of	  IL-­‐17F	  is	  modulated	  by	   the	   anaphylatoxin	   C5a	   via	   the	   Akt	   signaling	   pathway.	   The	   FASEB	  Journal	  25,	  4222-­‐4232.	  Bosmann,	  M.,	  Sarma,	  J.V.,	  Atefi,	  G.,	  Zetoune,	  F.S.,	  and	  Ward,	  P.a.	  (2011b).	  Evidence	  for	  anti-­‐inflammatory	  effects	  of	  C5a	  on	  the	  innate	  IL-­‐17A/IL-­‐23	  axis.	  The	  FASEB	   journal	   :	   official	   publication	   of	   the	   Federation	   of	   American	  Societies	  for	  Experimental	  Biology.	  Bosmann,	  M.,	  and	  Ward,	  P.A.	  (2012).	  Role	  of	  C3,	  C5	  and	  anaphylatoxin	  receptors	  in	  acute	  lung	  injury	  and	  in	  sepsis.	  Adv	  Exp	  Med	  Biol	  946,	  147-­‐159.	  
References	  
	  	  	  
172	  
Bower,	  K.E.,	   Fritz,	   J.M.,	   and	  McGuire,	   K.L.	   (2004).	   Transcriptional	   repression	   of	  MMP-­‐1	   by	   p21SNFT	   and	   reduced	   in	   vitro	   invasiveness	   of	  hepatocarcinoma	  cells.	  Oncogene	  23,	  8805-­‐8814.	  Bower,	  K.E.,	  Zeller,	  R.W.,	  Wachsman,	  W.,	  Martinez,	  T.,	  and	  McGuire,	  K.L.	  (2002).	  Correlation	   of	   transcriptional	   repression	   by	   p21(SNFT)	  with	   changes	   in	  DNA.NF-­‐AT	  complex	  interactions.	  J	  Biol	  Chem	  277,	  34967-­‐34977.	  Bradner,	  J.E.,	  West,	  N.,	  Grachan,	  M.L.,	  Greenberg,	  E.F.,	  Haggarty,	  S.J.,	  Warnow,	  T.,	  and	   Mazitschek,	   R.	   (2010).	   Chemical	   phylogenetics	   of	   histone	  deacetylases.	  Nat	  Chem	  Biol	  6,	  238-­‐243.	  Briston,	   T.,	   Yang,	   J.,	   and	   Ashcroft,	   M.	   (2011).	   HIF-­‐1α	   localization	   with	  mitochondria.	  Cell	  Cycle	  10,	  4170-­‐4171.	  Brodsky,	  I.,	  and	  Medzhitov,	  R.	  (2007).	  Two	  modes	  of	  ligand	  recognition	  by	  TLRs.	  Cell	  130,	  979-­‐981.	  Broz,	   P.,	   and	   Monack,	   D.M.	   (2013).	   Newly	   described	   pattern	   recognition	  receptors	   team	   up	   against	   intracellular	   pathogens.	   Nature	   Reviews	  Immunology	  13,	  551-­‐565.	  Brugarolas,	   J.,	   Moberg,	   K.,	   Boyd,	   S.D.,	   Taya,	   Y.,	   Jacks,	   T.,	   and	   Lees,	   J.A.	   (1999).	  Inhibition	   of	   cyclin-­‐dependent	   kinase	   2	   by	   p21	   is	   necessary	   for	  retinoblastoma	  protein-­‐mediated	  G1	  arrest	  after	  gamma-­‐irradiation.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  96,	  1002-­‐1007.	  Bryant,	   C.E.,	   Symmons,	   M.,	   and	   Gay,	   N.J.	   (2015).	   Toll-­‐like	   receptor	   signalling	  through	  macromolecular	  protein	  complexes.	  Mol	  Immunol	  63,	  162-­‐165.	  Buchmeier,	  N.,	  Blanc-­‐Potard,	  A.,	  Ehrt,	  S.,	  Piddington,	  D.,	  Riley,	  L.,	  and	  Groisman,	  E.A.	   (2000).	   A	   parallel	   intraphagosomal	   survival	   strategy	   shared	   by	  mycobacterium	   tuberculosis	   and	   Salmonella	   enterica.	  Mol	  Microbiol	   35,	  1375-­‐1382.	  Candelaria,	  M.,	  Gallardo-­‐Rincón,	  D.,	  Arce,	  C.,	  Cetina,	  L.,	  Aguilar-­‐Ponce,	   J.,	  Arrieta,	  Ó.,	   González-­‐Fierro,	   A.,	   Chávez-­‐Blanco,	   A.,	   de	   la	   Cruz-­‐Hernández,	   E.,	  Camargo,	   M.,	   et	   al.	   (2007).	   A	   phase	   II	   study	   of	   epigenetic	   therapy	   with	  hydralazine	   and	   magnesium	   valproate	   to	   overcome	   chemotherapy	  resistance	  in	  refractory	  solid	  tumors.	  Ann	  Oncol	  18,	  1529-­‐1538.	  Cantley,	  M.D.,	  Bartold,	  P.M.,	  Fairlie,	  D.P.,	  Rainsford,	  K.D.,	  and	  Haynes,	  D.R.	  (2012).	  Histone	   deacetylase	   inhibitors	   as	   suppressors	   of	   bone	   destruction	   in	  
References	  
	  	  	  
173	  
inflammatory	   diseases.	   The	   Journal	   of	   pharmacy	   and	   pharmacology	   64,	  763-­‐774.	  Carlin,	  L.M.,	  Stamatiades,	  E.G.,	  Auffray,	  C.,	  Hanna,	  R.N.,	  Glover,	  L.,	  Vizcay-­‐Barrena,	  G.,	  Hedrick,	  C.C.,	  Cook,	  H.T.,	  Diebold,	  S.,	  and	  Geissmann,	  F.	  (2013).	  Nr4a1-­‐dependent	   Ly6C(low)	   monocytes	   monitor	   endothelial	   cells	   and	  orchestrate	  their	  disposal.	  Cell	  153,	  362-­‐375.	  Carlsen,	   H.S.,	   Baekkevold,	   E.S.,	   Morton,	   H.C.,	   Haraldsen,	   G.,	   and	   Brandtzaeg,	   P.	  (2004).	  Monocyte-­‐like	  and	  mature	  macrophages	  produce	  CXCL13	  (B	  cell-­‐attracting	   chemokine	   1)	   in	   inflammatory	   lesions	   with	   lymphoid	  neogenesis.	  Blood	  104,	  3021-­‐3027.	  Carninci,	  P.,	  Kasukawa,	  T.,	  Katayama,	  S.,	  Gough,	  J.,	  Frith,	  M.C.,	  Maeda,	  N.,	  Oyama,	  R.,	   Ravasi,	   T.,	   Lenhard,	   B.,	   Wells,	   C.,	   et	   al.	   (2005).	   The	   transcriptional	  landscape	  of	  the	  mammalian	  genome.	  Science	  309,	  1559-­‐1563.	  Carty,	  M.,	   Goodbody,	   R.,	   Schroder,	  M.,	   Stack,	   J.,	   Moynagh,	   P.N.,	   and	   Bowie,	   A.G.	  (2006).	   The	   human	   adaptor	   SARM	  negatively	   regulates	   adaptor	   protein	  TRIF-­‐dependent	  Toll-­‐like	  receptor	  signaling.	  Nat	  Immunol	  7,	  1074-­‐1081.	  Casella,	   J.F.,	   Flanagan,	   M.D.,	   and	   Lin,	   S.	   (1981).	   Cytochalasin	   D	   inhibits	   actin	  polymerization	   and	   induces	   depolymerization	   of	   actin	   filaments	   formed	  during	  platelet	  shape	  change.	  Nature	  293,	  302-­‐305.	  Cassatella,	   M.A.,	   Bazzoni,	   F.,	   Flynn,	   R.M.,	   Dusi,	   S.,	   Trinchieri,	   G.,	   and	   Rossi,	   F.	  (1990).	   Molecular	   basis	   of	   interferon-­‐gamma	   and	   lipopolysaccharide	  enhancement	   of	   phagocyte	   respiratory	   burst	   capability.	   Studies	   on	   the	  gene	  expression	  of	  several	  NADPH	  oxidase	  components.	  J	  Biol	  Chem	  265,	  20241-­‐20246.	  Castellheim,	   A.,	   Brekke,	   O.L.,	   Espevik,	   T.,	   Harboe,	  M.,	   and	  Mollnes,	   T.E.	   (2009).	  Innate	   immune	   responses	   to	   danger	   signals	   in	   systemic	   inflammatory	  response	  syndrome	  and	  sepsis.	  Scand	  J	  Immunol	  69,	  479-­‐491.	  Castro,	   L.,	   and	   Freeman,	  B.A.	   (2001).	   Reactive	   oxygen	   species	   in	   human	  health	  and	  disease.	  Nutrition	  (Burbank,	  Los	  Angeles	  County,	  Calif)	  17,	  161,	  163-­‐165.	  Cavaillon,	   J.M.,	   Fitting,	   C.,	   and	   Haeffner-­‐Cavaillon,	   N.	   (1990).	   Recombinant	   C5a	  enhances	   interleukin	   1	   and	   tumor	   necrosis	   factor	   release	   by	  lipopolysaccharide-­‐stimulated	   monocytes	   and	   macrophages.	   Eur	   J	  Immunol	  20,	  253-­‐257.	  
References	  
	  	  	  
174	  
Cellier,	   M.F.,	   Courville,	   P.,	   and	   Campion,	   C.	   (2007).	   Nramp1	   phagocyte	  intracellular	  metal	  withdrawal	  defense.	  Microbes	  and	  infection	  /	  Institut	  Pasteur	  9,	  1662-­‐1670.	  Cenac,	   N.,	   Coelho,	   A.-­‐M.,	   Nguyen,	   C.,	   Compton,	   S.,	   Andrade-­‐Gordon,	   P.,	  MacNaughton,	  W.K.,	  Wallace,	  J.L.,	  Hollenberg,	  M.D.,	  Bunnett,	  N.W.,	  Garcia-­‐Villar,	  R.,	  et	  al.	   (2002).	   Induction	  of	   intestinal	   inflammation	   in	  mouse	  by	  activation	   of	   proteinase-­‐activated	   receptor-­‐2.	   The	   American	   journal	   of	  pathology	  161,	  1903-­‐1915.	  Chandel,	   N.S.,	   McClintock,	   D.S.,	   Feliciano,	   C.E.,	   Wood,	   T.M.,	   Melendez,	   J.A.,	  Rodriguez,	   A.M.,	   and	   Schumacker,	   P.T.	   (2000).	   Reactive	   oxygen	   species	  generated	  at	  mitochondrial	  complex	  III	  stabilize	  hypoxia-­‐inducible	  factor-­‐1alpha	   during	   hypoxia:	   a	   mechanism	   of	   O2	   sensing.	   J	   Biol	   Chem	   275,	  25130-­‐25138.	  Chen,	   C.-­‐J.,	   Kono,	   H.,	   Golenbock,	   D.,	   Reed,	   G.,	   Akira,	   S.,	   and	   Rock,	   K.L.	   (2007).	  Identification	   of	   a	   key	   pathway	   required	   for	   the	   sterile	   inflammatory	  response	  triggered	  by	  dying	  cells.	  Nat	  Med	  13,	  851-­‐856.	  Cheng,	  D.-­‐Q.,	  Li,	  Y.,	  and	  Huang,	  J.-­‐F.	  (2014).	  Molecular	  Evolution	  of	  the	  Primate	  α-­‐/θ-­‐Defensin	  Multigene	  Family.	  PLoS	  ONE	  9,	  e97425.	  Choi,	   J.-­‐H.,	   Oh,	   S.-­‐W.,	   Kang,	   M.-­‐S.,	   Kwon,	   H.J.,	   Oh,	   G.-­‐T.,	   and	   Kim,	   D.-­‐Y.	   (2005).	  Trichostatin	  A	   attenuates	   airway	   inflammation	   in	  mouse	   asthma	  model.	  Clinical	   and	   experimental	   allergy	   :	   journal	   of	   the	   British	   Society	   for	  Allergy	  and	  Clinical	  Immunology	  35,	  89-­‐96.	  Choi,	   Y.J.,	   Im,	   E.,	   Chung,	   H.K.,	   Pothoulakis,	   C.,	   and	   Rhee,	   S.H.	   (2010).	   TRIF	  mediates	   Toll-­‐like	   receptor	   5-­‐induced	   signaling	   in	   intestinal	   epithelial	  cells.	  J	  Biol	  Chem	  285,	  37570-­‐37578.	  Choi,	  Y.J.,	  Jung,	  J.,	  Chung,	  H.K.,	  Im,	  E.,	  and	  Rhee,	  S.H.	  (2013).	  PTEN	  regulates	  TLR5-­‐induced	   intestinal	   inflammation	   by	   controlling	   Mal/TIRAP	   recruitment.	  FASEB	  J	  27,	  243-­‐254.	  Choudhary,	  C.,	  Kumar,	  C.,	  Gnad,	  F.,	  Nielsen,	  M.L.,	  Rehman,	  M.,	  Walther,	  T.C.,	  Olsen,	  J.V.,	   and	  Mann,	  M.	   (2009).	   Lysine	   acetylation	   targets	   protein	   complexes	  and	  co-­‐regulates	  major	  cellular	  functions.	  Science	  325,	  834-­‐840.	  Christensen,	   S.R.,	   Kashgarian,	   M.,	   Alexopoulou,	   L.,	   Flavell,	   R.a.,	   Akira,	   S.,	   and	  Shlomchik,	   M.J.	   (2005).	   Toll-­‐like	   receptor	   9	   controls	   anti-­‐DNA	  autoantibody	   production	   in	   murine	   lupus.	   The	   Journal	   of	   experimental	  medicine	  202,	  321-­‐331.	  
References	  
	  	  	  
175	  
Chung,	   Y.	   (2003).	  A	   therapeutic	   strategy	  uses	  histone	  deacetylase	   inhibitors	   to	  modulate	   the	   expression	   of	   genes	   involved	   in	   the	   pathogenesis	   of	  rheumatoid	  arthritis.	  Mol	  Ther	  8,	  707-­‐717.	  Ciarlo,	  E.,	  Savva,	  A.,	  and	  Roger,	  T.	  (2013).	  Epigenetics	  in	  sepsis:	  targeting	  histone	  deacetylases.	  Int	  J	  Antimicrob	  Agents	  42	  Suppl,	  S8-­‐12.	  Conforti,	   F.,	   Yang,	   A.L.,	   Piro,	  M.C.,	  Mellone,	  M.,	   Terrinoni,	   a.,	   Candi,	   E.,	   Tucci,	   P.,	  Thomas,	  G.J.,	  Knight,	  R.a.,	  Melino,	  G.,	  et	  al.	  (2013).	  PIR2/Rnf144B	  regulates	  epithelial	   homeostasis	   by	  mediating	   degradation	   of	   p21WAF1	   and	   p63.	  Oncogene	  32,	  4758-­‐4765.	  Conforti-­‐Andreoni,	   C.,	   Ricciardi-­‐Castagnoli,	   P.,	   and	   Mortellaro,	   A.	   (2011).	   The	  inflammasomes	   in	   health	   and	   disease:	   from	   genetics	   to	   molecular	  mechanisms	  of	  autoinflammation	  and	  beyond.	  Cell	  Mol	   Immunol	  8,	  135-­‐145.	  Conti,	  C.,	  Leo,	  E.,	  Eichler,	  G.S.,	  Sordet,	  O.,	  Martin,	  M.M.,	  Fan,	  A.,	  Aladjem,	  M.I.,	  and	  Pommier,	  Y.	  (2010).	  Inhibition	  of	  histone	  deacetylase	  in	  cancer	  cells	  slows	  down	   replication	   forks,	   activates	   dormant	   origins,	   and	   induces	   DNA	  damage.	  Cancer	  Res	  70,	  4470-­‐4480.	  Cooper,	  G.M.	   (2000).	  The	  Cell:	  A	  Molecular	  Approach.,	  Vol	  2nd	  edition	  (Sinauer	  Associates).	  Cua,	  D.J.,	  Sherlock,	  J.,	  Chen,	  Y.,	  Murphy,	  C.A.,	  Joyce,	  B.,	  Seymour,	  B.,	  Lucian,	  L.,	  To,	  W.,	   Kwan,	   S.,	   Churakova,	   T.,	   et	   al.	   (2003).	   Interleukin-­‐23	   rather	   than	  interleukin-­‐12	  is	  the	  critical	  cytokine	  for	  autoimmune	  inflammation	  of	  the	  brain.	  Nature	  421,	  744-­‐748.	  Dang,	   L.,	   He,	   L.,	   Wang,	   Y.,	   Xiong,	   J.,	   Bai,	   B.,	   and	   Li,	   Y.	   (2015).	   Role	   of	   the	  complement	  anaphylatoxin	  C5a-­‐receptor	  pathway	  in	  atopic	  dermatitis	  in	  mice.	  Mol	  Med	  Rep.	  Daniel,	   D.,	   Dai,	   G.,	   and	   Singh,	   C.	   (2006).	   The	   reduced	   bactericidal	   function	   of	  complement	  C5-­‐deficient	  murine	  macrophages	  is	  associated	  with	  defects	  in	  the	  synthesis	  and	  delivery	  of	  reactive	  oxygen	  radicals.	  The	  Journal	  of	  ….	  Dawson,	   T.M.,	   and	   Dawson,	   V.L.	   (2010).	   The	   role	   of	   parkin	   in	   familial	   and	  sporadic	  Parkinson's	  disease.	  Mov	  Disord	  25	  Suppl	  1,	  S32-­‐39.	  De	  Smet,	  K.,	  and	  Contreras,	  R.	  (2005).	  Human	  antimicrobial	  peptides:	  defensins,	  cathelicidins	  and	  histatins.	  Biotechnology	  letters	  27,	  1337-­‐1347.	  
References	  
	  	  	  
176	  
Delgado,	  M.a.,	  Elmaoued,	  R.a.,	  Davis,	  A.S.,	  Kyei,	  G.,	  and	  Deretic,	  V.	  (2008).	  Toll-­‐like	  receptors	  control	  autophagy.	  The	  EMBO	  journal	  27,	  1110-­‐1121.	  Deretic,	  V.,	  Delgado,	  M.,	  Vergne,	  I.,	  Master,	  S.,	  and	  Haro,	  S.D.	  (2009).	  Autophagy	  in	  Infection	  and	  Immunity.	  	  335,	  1-­‐18.	  Diefenbach,	  a.,	  Schindler,	  H.,	  Donhauser,	  N.,	  Lorenz,	  E.,	  Laskay,	  T.,	  MacMicking,	  J.,	  Röllinghoff,	   M.,	   Gresser,	   I.,	   and	   Bogdan,	   C.	   (1998).	   Type	   1	   interferon	  (IFNalpha/beta)	   and	   type	   2	   nitric	   oxide	   synthase	   regulate	   the	   innate	  immune	  response	  to	  a	  protozoan	  parasite.	  Immunity	  8,	  77-­‐87.	  Dinarello,	  C.a.	  (1996).	  Biologic	  basis	  for	  interleukin-­‐1	  in	  disease.	  Blood	  87,	  2095-­‐2147.	  Dinarello,	   C.a.	   (2010).	   Anti-­‐inflammatory	  Agents:	   Present	   and	   Future.	   Cell	  140,	  935-­‐950.	  Djavaheri-­‐Mergny,	  M.,	  Amelotti,	  M.,	  Mathieu,	  J.,	  Besancon,	  F.,	  Bauvy,	  C.,	  Souquere,	  S.,	   Pierron,	   G.,	   and	   Codogno,	   P.	   (2006).	   NF-­‐kappaB	   activation	   represses	  tumor	  necrosis	  factor-­‐alpha-­‐induced	  autophagy.	  J	  Biol	  Chem	  281,	  30373-­‐30382.	  Dokmanovic,	   M.,	   Clarke,	   C.,	   and	   Marks,	   P.a.	   (2007).	   Histone	   deacetylase	  inhibitors:	  overview	  and	  perspectives.	  Molecular	  cancer	  research	  :	  MCR	  5,	  981-­‐989.	  Donlin,	  L.T.,	   Jayatilleke,	  A.,	  Giannopoulou,	  E.G.,	  Kalliolias,	  G.D.,	  and	  Ivashkiv,	  L.B.	  (2014).	  Modulation	  of	  TNF-­‐Induced	  Macrophage	  Polarization	  by	  Synovial	  Fibroblasts.	  The	  Journal	  of	  Immunology	  193,	  2373-­‐2383.	  Dorsam,	  R.T.,	   and	  Gutkind,	   J.S.	   (2007).	  G-­‐protein-­‐coupled	  receptors	  and	  cancer.	  Nat	  Rev	  Cancer	  7,	  79-­‐94.	  Duda,	  D.M.,	  Olszewski,	   J.L.,	   Schuermann,	   J.P.,	   Kurinov,	   I.,	  Miller,	  D.J.,	   Nourse,	   A.,	  Alpi,	   A.F.,	   and	   Schulman,	   B.A.	   (2013).	   Structure	   of	   HHARI,	   a	   RING-­‐IBR-­‐RING	  ubiquitin	  ligase:	  autoinhibition	  of	  an	  Ariadne-­‐family	  E3	  and	  insights	  into	  ligation	  mechanism.	  Structure	  21,	  1030-­‐1041.	  Duong,	   Bao	  H.,	   Onizawa,	  M.,	   Oses-­‐Prieto,	   Juan	  A.,	   Advincula,	   R.,	   Burlingame,	   A.,	  Malynn,	   Barbara	  A.,	   and	   Ma,	   A.	   (2015).	   A20	   Restricts	   Ubiquitination	   of	  Pro-­‐Interleukin-­‐1β	   Protein	   Complexes	   and	   Suppresses	   NLRP3	  Inflammasome	  Activity.	  Immunity	  42,	  55-­‐67.	  
References	  
	  	  	  
177	  
El-­‐Behi,	  M.,	  Ciric,	  B.,	  Dai,	  H.,	  Yan,	  Y.,	  Cullimore,	  M.,	   Safavi,	   F.,	   Zhang,	  G.X.,	  Dittel,	  B.N.,	   and	   Rostami,	   A.	   (2011).	   The	   encephalitogenicity	   of	   T(H)17	   cells	   is	  dependent	  on	  IL-­‐1-­‐	  and	  IL-­‐23-­‐induced	  production	  of	  the	  cytokine	  GM-­‐CSF.	  Nat	  Immunol	  12,	  568-­‐575.	  El-­‐Gayar,	   S.,	   Thüring-­‐Nahler,	   H.,	   Pfeilschifter,	   J.,	   Röllinghoff,	  M.,	   and	   Bogdan,	   C.	  (2003).	  Translational	   control	  of	   inducible	  nitric	  oxide	   synthase	  by	   IL-­‐13	  and	   arginine	   availability	   in	   inflammatory	   macrophages.	   Journal	   of	  immunology	  (Baltimore,	  Md	  :	  1950)	  171,	  4561-­‐4568.	  Elinav,	  E.,	  Strowig,	  T.,	  Henao-­‐Mejia,	   J.,	  and	  Flavell,	  R.a.	  (2011).	  Regulation	  of	  the	  antimicrobial	  response	  by	  NLR	  proteins.	  Immunity	  34,	  665-­‐679.	  Ellegren,	  H.	  (2008).	  Comparative	  genomics	  and	  the	  study	  of	  evolution	  by	  natural	  selection.	  Mol	  Ecol	  17,	  4586-­‐4596.	  Eva,	  M.M.,	  Yuki,	  K.E.,	  Dauphinee,	   S.M.,	   Schwartzentruber,	   J.A.,	  Pyzik,	  M.,	  Paquet,	  M.,	  Lathrop,	  M.,	  Majewski,	  J.,	  Vidal,	  S.M.,	  and	  Malo,	  D.	  (2014).	  Altered	  IFN-­‐gamma-­‐mediated	  immunity	  and	  transcriptional	  expression	  patterns	  in	  N-­‐Ethyl-­‐N-­‐nitrosourea-­‐induced	   STAT4	   mutants	   confer	   susceptibility	   to	  acute	  typhoid-­‐like	  disease.	  J	  Immunol	  192,	  259-­‐270.	  Fairbairn,	   L.,	   Kapetanovic,	   R.,	   Sester,	   D.P.,	   and	   Hume,	   D.a.	   (2011).	   The	  mononuclear	  phagocyte	   system	  of	   the	  pig	  as	  a	  model	   for	  understanding	  human	  innate	  immunity	  and	  disease.	  J	  Leukoc	  Biol	  89,	  855-­‐871.	  Fang,	  F.C.	  (2004).	  Antimicrobial	  reactive	  oxygen	  and	  nitrogen	  species:	  concepts	  and	  controversies.	  Nat	  Rev	  Microbiol	  2,	  820-­‐832.	  Favata,	  M.F.,	  Horiuchi,	  K.Y.,	  Manos,	  E.J.,	  Daulerio,	  A.J.,	  Stradley,	  D.A.,	  Feeser,	  W.S.,	  Van	  Dyk,	  D.E.,	  Pitts,	  W.J.,	  Earl,	  R.A.,	  Hobbs,	  F.,	  et	  al.	  (1998a).	  Identification	  of	   a	   Novel	   Inhibitor	   of	   Mitogen-­‐activated	   Protein	   Kinase	   Kinase.	   J	   Biol	  Chem	  273,	  18623-­‐18632.	  Favata,	  M.F.,	  Horiuchi,	  K.Y.,	  Manos,	  E.J.,	  Daulerio,	  A.J.,	  Stradley,	  D.A.,	  Feeser,	  W.S.,	  Van	  Dyk,	  D.E.,	  Pitts,	  W.J.,	  Earl,	  R.A.,	  Hobbs,	  F.,	  et	  al.	  (1998b).	  Identification	  of	   a	   novel	   inhibitor	   of	   mitogen-­‐activated	   protein	   kinase	   kinase.	   J	   Biol	  Chem	  273,	  18623-­‐18632.	  Feldmann,	  M.	  (2002).	  Development	  of	  anti-­‐TNF	  therapy	  for	  rheumatoid	  arthritis.	  Nat	  Rev	  Immunol	  2,	  364-­‐371.	  Feng,	   H.-­‐m.,	   and	   Walker,	   D.H.	   (2000).	   Mechanisms	   of	   Intracellular	   Killing	   of	  Rickettsia	  conorii	  in	  Infected	  Human	  Endothelial	  Cells	  ,	  Hepatocytes	  ,	  and	  
References	  
	  	  	  
178	  
Macrophages	  Mechanisms	  of	   Intracellular	  Killing	  of	  Rickettsia	   conorii	   in	  Infected	  Human	  Endothelial	  Cells	  ,	  Hepatocytes	  ,	  and	  Macrophages.	  Ferguson,	   S.S.	   (2001).	   Evolving	   concepts	   in	   G	   protein-­‐coupled	   receptor	  endocytosis:	  the	  role	  in	  receptor	  desensitization	  and	  signaling.	  Pharmacol	  Rev	  53,	  1-­‐24.	  Fernandes-­‐Alnemri,	   T.,	   Kang,	   S.,	   Anderson,	   C.,	   Sagara,	   J.,	   Fitzgerald,	   K.A.,	   and	  Alnemri,	  E.S.	  (2013).	  Cutting	  edge:	  TLR	  signaling	  licenses	  IRAK1	  for	  rapid	  activation	  of	  the	  NLRP3	  inflammasome.	  J	  Immunol	  191,	  3995-­‐3999.	  Fernandes-­‐Alnemri,	  T.,	  Yu,	   J.-­‐W.,	   Juliana,	  C.,	  Solorzano,	  L.,	  Kang,	  S.,	  Wu,	   J.,	  Datta,	  P.,	   McCormick,	   M.,	   Huang,	   L.,	   McDermott,	   E.,	   et	   al.	   (2010).	   The	   AIM2	  inflammasome	   is	   critical	   for	   innate	   immunity	   to	   Francisella	   tularensis.	  Nat	  Immunol	  11,	  385-­‐393.	  Ferrell,	  W.R.,	  Lockhart,	   J.C.,	  Kelso,	  E.B.,	  Dunning,	  L.,	  Plevin,	  R.,	  Meek,	  S.E.,	  Smith,	  A.J.H.,	  Hunter,	  G.D.,	  Mclean,	  J.S.,	  Mcgarry,	  F.,	  et	  al.	  (2003).	  Essential	  role	  for	  proteinase-­‐	  activated	  receptor-­‐2	  in	  arthritis.	  	  111,	  35-­‐41.	  Finberg,	   R.W.,	   and	   Kurt-­‐Jones,	   E.A.	   (2006).	   CD14:	   Chaperone	   or	   matchmaker?	  Immunity	  24,	  127-­‐129.	  Fisher,	  C.J.,	  Jr.,	  Agosti,	  J.M.,	  Opal,	  S.M.,	  Lowry,	  S.F.,	  Balk,	  R.A.,	  Sadoff,	  J.C.,	  Abraham,	  E.,	  Schein,	  R.M.,	  and	  Benjamin,	  E.	  (1996).	  Treatment	  of	  septic	  shock	  with	  the	   tumor	   necrosis	   factor	   receptor:Fc	   fusion	   protein.	   The	   Soluble	   TNF	  Receptor	  Sepsis	  Study	  Group.	  N	  Engl	  J	  Med	  334,	  1697-­‐1702.	  Fisher,	   C.J.,	   Jr.,	   Dhainaut,	   J.F.,	   Opal,	   S.M.,	   Pribble,	   J.P.,	   Balk,	   R.A.,	   Slotman,	   G.J.,	  Iberti,	   T.J.,	   Rackow,	   E.C.,	   Shapiro,	   M.J.,	   Greenman,	   R.L.,	   et	   al.	   (1994).	  Recombinant	  human	  interleukin	  1	  receptor	  antagonist	  in	  the	  treatment	  of	  patients	  with	  sepsis	  syndrome.	  Results	  from	  a	  randomized,	  double-­‐blind,	  placebo-­‐controlled	  trial.	  Phase	  III	  rhIL-­‐1ra	  Sepsis	  Syndrome	  Study	  Group.	  JAMA	  271,	  1836-­‐1843.	  Fitzgerald,	  K.A.,	  Palsson-­‐McDermott,	  E.M.,	  Bowie,	  A.G.,	  Jefferies,	  C.A.,	  Mansell,	  A.S.,	  Brady,	   G.,	   Brint,	   E.,	   Dunne,	   A.,	   Gray,	   P.,	   Harte,	   M.T.,	   et	   al.	   (2001).	   Mal	  (MyD88-­‐adapter-­‐like)	   is	   required	   for	   Toll-­‐like	   receptor-­‐4	   signal	  transduction.	  Nature	  413,	  78-­‐83.	  Fitzgerald,	  K.A.,	  Rowe,	  D.C.,	  Barnes,	  B.J.,	  Caffrey,	  D.R.,	  Visintin,	  A.,	  Latz,	  E.,	  Monks,	  B.,	  Pitha,	  P.M.,	  and	  Golenbock,	  D.T.	  (2003).	  LPS-­‐TLR4	  signaling	  to	  IRF-­‐3/7	  and	  NF-­‐kappaB	  involves	  the	  toll	  adapters	  TRAM	  and	  TRIF.	  J	  Exp	  Med	  198,	  1043-­‐1055.	  
References	  
	  	  	  
179	  
Flannagan,	  R.S.,	  Cosío,	  G.,	  and	  Grinstein,	  S.	  (2009).	  Antimicrobial	  mechanisms	  of	  phagocytes	   and	   bacterial	   evasion	   strategies.	   Nat	   Rev	   Microbiol	   7,	   355-­‐366.	  Fleming,	   B.D.,	   and	   Mosser,	   D.M.	   (2011).	   Regulatory	   macrophages:	   setting	   the	  threshold	  for	  therapy.	  Eur	  J	  Immunol	  41,	  2498-­‐2502.	  Flores-­‐Rozas,	   H.,	   Kelman,	   Z.,	   Dean,	   F.B.,	   Pan,	   Z.Q.,	   Harper,	   J.W.,	   Elledge,	   S.J.,	  O'Donnell,	  M.,	   and	  Hurwitz,	   J.	   (1994).	   Cdk-­‐interacting	   protein	   1	   directly	  binds	  with	  proliferating	  cell	  nuclear	  antigen	  and	  inhibits	  DNA	  replication	  catalyzed	  by	  the	  DNA	  polymerase	  delta	  holoenzyme.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  91,	  8655-­‐8659.	  Fonseca,	   M.I.,	   Ager,	   R.R.,	   Chu,	   S.-­‐H.,	   Yazan,	   O.,	   Sanderson,	   S.D.,	   LaFerla,	   F.M.,	  Taylor,	   S.M.,	  Woodruff,	   T.M.,	   and	   Tenner,	   A.J.	   (2009).	   Treatment	   with	   a	  C5aR	   antagonist	   decreases	   pathology	   and	   enhances	   behavioral	  performance	   in	   murine	   models	   of	   Alzheimer's	   disease.	   Journal	   of	  immunology	  (Baltimore,	  Md	  :	  1950)	  183,	  1375-­‐1383.	  Forrest,	   A.R.,	   Kawaji,	   H.,	   Rehli,	   M.,	   Baillie,	   J.K.,	   de	   Hoon,	   M.J.,	   Haberle,	   V.,	  Lassmann,	   T.,	   Kulakovskiy,	   I.V.,	   Lizio,	   M.,	   Itoh,	   M.,	   et	   al.	   (2014).	   A	  promoter-­‐level	  mammalian	  expression	  atlas.	  Nature	  507,	  462-­‐470.	  Fortin,	   C.F.,	  McDonald,	   P.P.,	   Fülöp,	   T.,	   and	   Lesur,	   O.	   (2010).	   Sepsis,	   leukocytes,	  and	  nitric	  oxide	  (NO):	  an	  intricate	  affair.	  Shock	  (Augusta,	  Ga)	  33,	  344-­‐352.	  Fouser,	  L.A.,	  Wright,	  J.F.,	  Dunussi-­‐Joannopoulos,	  K.,	  and	  Collins,	  M.	  (2008).	  Th17	  cytokines	   and	   their	   emerging	   roles	   in	   inflammation	   and	   autoimmunity.	  Immunol	  Rev	  226,	  87-­‐102.	  Franchi,	  L.,	  Amer,	  A.,	  Body-­‐Malapel,	  M.,	  Kanneganti,	  T.D.,	  Ozoren,	  N.,	  Jagirdar,	  R.,	  Inohara,	  N.,	  Vandenabeele,	  P.,	  Bertin,	   J.,	   Coyle,	  A.,	  et	  al.	   (2006).	  Cytosolic	  flagellin	  requires	  Ipaf	  for	  activation	  of	  caspase-­‐1	  and	  interleukin	  1beta	  in	  salmonella-­‐infected	  macrophages.	  Nat	  Immunol	  7,	  576-­‐582.	  Frede,	   S.,	   Stockmann,	   C.,	   Freitag,	   P.,	   and	   Fandrey,	   J.	   (2006).	   Bacterial	  lipopolysaccharide	   induces	   HIF-­‐1	   activation	   in	   human	   monocytes	   via	  p44/42	  MAPK	  and	  NF-­‐kappaB.	  Biochem	  J	  396,	  517-­‐527.	  Frew,	  A.J.,	  Johnstone,	  R.W.,	  and	  Bolden,	  J.E.	  (2009).	  Enhancing	  the	  apoptotic	  and	  therapeutic	  effects	  of	  HDAC	  inhibitors.	  Cancer	  Lett	  280,	  125-­‐133.	  Funami,	   K.,	   Sasai,	   M.,	   Oshiumi,	   H.,	   Seya,	   T.,	   and	  Matsumoto,	   M.	   (2008).	   Homo-­‐oligomerization	   is	   essential	   for	   Toll/interleukin-­‐1	   receptor	   domain-­‐
References	  
	  	  	  
180	  
containing	   adaptor	   molecule-­‐1-­‐mediated	   NF-­‐kappaB	   and	   interferon	  regulatory	  factor-­‐3	  activation.	  J	  Biol	  Chem	  283,	  18283-­‐18291.	  Furset,	  G.,	  Fløisand,	  Y.,	  and	  Sioud,	  M.	  (2008).	  Impaired	  expression	  of	  indoleamine	  2,	  3-­‐dioxygenase	  in	  monocyte-­‐derived	  dendritic	  cells	  in	  response	  to	  Toll-­‐like	  receptor-­‐7/8	  ligands.	  Immunology	  123,	  263-­‐271.	  Galli,	   M.,	   Salmoiraghi,	   S.,	   Golay,	   J.,	   Gozzini,	   A.,	   Crippa,	   C.,	   Pescosta,	   N.,	   and	  Rambaldi,	   A.	   (2010).	   A	   phase	   II	   multiple	   dose	   clinical	   trial	   of	   histone	  deacetylase	   inhibitor	   ITF2357	   in	   patients	   with	   relapsed	   or	   progressive	  multiple	  myeloma.	  Ann	  Hematol	  89,	  185-­‐190.	  Galloway,	   J.B.,	   Hyrich,	   K.L.,	   Mercer,	   L.K.,	   Dixon,	   W.G.,	   Fu,	   B.,	   Ustianowski,	   A.P.,	  Watson,	  K.D.,	  Lunt,	  M.,	  and	  Symmons,	  D.P.M.	  (2011).	  Anti-­‐TNF	  therapy	  is	  associated	   with	   an	   increased	   risk	   of	   serious	   infections	   in	   patients	   with	  rheumatoid	   arthritis	   especially	   in	   the	   first	   6	   months	   of	   treatment:	  updated	   results	   from	   the	   British	   Society	   for	   Rheumatology	   Biologics	  Register	  with	  special	  emph.	  Rheumatology	  (Oxford,	  England)	  50,	  124-­‐131.	  Gantt,	   K.R.,	   Goldman,	   T.L.,	   McCormick,	   M.L.,	   Miller,	   M.a.,	   Jeronimo,	   S.M.,	  Nascimento,	   E.T.,	   Britigan,	   B.E.,	   and	   Wilson,	   M.E.	   (2001).	   Oxidative	  responses	   of	   human	   and	   murine	   macrophages	   during	   phagocytosis	   of	  Leishmania	   chagasi.	   Journal	   of	   immunology	   (Baltimore,	  Md	   :	   1950)	  167,	  893-­‐901.	  Ganz,	  T.	   (2003).	  Defensins:	  antimicrobial	  peptides	  of	   innate	   immunity.	  Nat	  Rev	  Immunol	  3,	  710-­‐720.	  Garland,	  S.L.	   (2013).	  Are	  GPCRs	  Still	  a	  Source	  of	  New	  Targets?	   J	  Biomol	  Screen	  
18,	  947-­‐966.	  Gartel,	   A.L.,	   and	   Tyner,	   A.L.	   (2002).	   The	   Role	   of	   the	   Cyclin-­‐dependent	   Kinase	  Inhibitor	   p21	   in	   Apoptosis	   1	   Supported	   in	   part	   by	   NIH	   Grant	   R01	  DK56283	  (to	  A.	  L.	  T.)	   for	   the	  p21	  research	  and	  Campus	  Research	  Board	  and	   Illinois	   Department	   of	   Public	   Health	   Penny	   Severns	   Breast	   and	  Cervical	  Cancer	  grants	  (to	  A.	  L.	  G.).1.	  Mol	  Cancer	  Ther	  1,	  639-­‐649.	  Gay,	  N.J.,	   Gangloff,	  M.,	   and	  O'Neill,	   L.A.	   (2011).	  What	   the	  Myddosome	   structure	  tells	  us	  about	  the	  initiation	  of	  innate	  immunity.	  Trends	  Immunol	  32,	  104-­‐109.	  Gerard,	   C.,	   and	   Gerard,	   N.P.	   (1994).	   C5A	   anaphylatoxin	   and	   its	   seven	  transmembrane-­‐segment	  receptor.	  Annu	  Rev	  Immunol	  12,	  775-­‐808.	  
References	  
	  	  	  
181	  
Gilman,	  A.G.	  (1987).	  G	  proteins:	  transducers	  of	  receptor-­‐generated	  signals.	  Annu	  Rev	  Biochem	  56,	  615-­‐649.	  Ginhoux,	   F.,	   and	   Jung,	   S.	   (2014).	   Monocytes	   and	   macrophages:	   developmental	  pathways	  and	  tissue	  homeostasis.	  Nat	  Rev	  Immunol	  14,	  392-­‐404.	  Glaser,	   K.B.	   (2007).	   HDAC	   inhibitors:	   Clinical	   update	   and	   mechanism-­‐based	  potential.	  Biochem	  Pharmacol	  74,	  659-­‐671.	  Glauben,	   R.,	   and	   Siegmund,	   B.	   (2011).	   Inhibition	   of	   histone	   deacetylases	   in	  inflammatory	  bowel	  diseases.	  Molecular	  medicine	  (Cambridge,	  Mass)	  17,	  426-­‐433.	  Go,	  Y.-­‐M.,	   Park,	  H.,	  Koval,	  M.,	  Orr,	  M.,	  Reed,	  M.,	   Liang,	  Y.,	   Smith,	  D.,	   Pohl,	   J.,	   and	  Jones,	  D.P.	  (2010).	  A	  key	  role	  for	  mitochondria	  in	  endothelial	  signaling	  by	  plasma	   cysteine/cystine	   redox	   potential.	   Free	   Radic	   Biol	   Med	   48,	   275-­‐283.	  Gojo,	  I.,	  Jiemjit,	  A.,	  Trepel,	  J.B.,	  Sparreboom,	  A.,	  Figg,	  W.D.,	  Rollins,	  S.,	  Tidwell,	  M.L.,	  Greer,	   J.,	   Chung,	  E.J.,	   Lee,	  M.-­‐J.,	  et	  al.	   (2007).	  Phase	  1	   and	  pharmacologic	  study	  of	  MS-­‐275,	  a	  histone	  deacetylase	  inhibitor,	  in	  adults	  with	  refractory	  and	  relapsed	  acute	  leukemias.	  Blood	  109,	  2781-­‐2790.	  Goldstein,	   I.M.,	   and	  Weissmann,	  G.	   (1974).	  Generation	  of	   C5-­‐derived	   lysosomal	  enzyme-­‐releasing	   activity	   (C5a)	   by	   lysates	   of	   leukocyte	   lysosomes.	   J	  Immunol	  113,	  1583-­‐1588.	  Gomez	   Perdiguero,	   E.,	   and	   Geissmann,	   F.	   (2013).	   Myb-­‐Independent	  Macrophages:	   A	   Family	   of	   Cells	   That	   Develops	   with	   Their	   Tissue	   of	  Residence	   and	   Is	   Involved	   in	   Its	   Homeostasis.	   Cold	   Spring	   Harb	   Symp	  Quant	  Biol	  78,	  91-­‐100.	  Gómez-­‐Reino,	   J.J.,	   Carmona,	   L.,	   Valverde,	   V.R.,	   Mola,	   E.M.,	   and	   Montero,	   M.D.	  (2003).	   Treatment	   of	   rheumatoid	   arthritis	   with	   tumor	   necrosis	   factor	  inhibitors	  may	   predispose	   to	   significant	   increase	   in	   tuberculosis	   risk:	   a	  multicenter	  active-­‐surveillance	  report.	  Arthritis	  Rheum	  48,	  2122-­‐2127.	  Gonzalez,	  L.,	  Strbo,	  N.,	  and	  Podack,	  E.R.	  (2013).	  Humanized	  mice:	  novel	  model	  for	  studying	  mechanisms	   of	   human	   immune-­‐based	   therapies.	   Immunol	   Res	  
57,	  326-­‐334.	  Gordon,	   S.	   (2003).	   Alternative	   activation	   of	  macrophages.	   Nat	   Rev	   Immunol	   3,	  23-­‐35.	  
References	  
	  	  	  
182	  
Gordon,	   S.,	   and	   Taylor,	   P.R.	   (2005).	   Monocyte	   and	   macrophage	   heterogeneity.	  Nat	  Rev	  Immunol	  5,	  953-­‐964.	  Goubau,	   D.,	   Rehwinkel,	   J.,	   and	   Reis	   e	   Sousa,	   C.	   (2010).	   PYHIN	   proteins:	   center	  stage	  in	  DNA	  sensing.	  Nat	  Immunol	  11,	  984-­‐986.	  Goulvestre,	  C.,	  Chereau,	  C.,	  Nicco,	  C.,	  Mouthon,	  L.,	  Weill,	  B.,	  and	  Batteux,	  F.	  (2005).	  A	   mimic	   of	   p21WAF1/CIP1	   ameliorates	   murine	   lupus.	   J	   Immunol	   175,	  6959-­‐6967.	  Goytain,	  A.,	  and	  Quamme,	  G.A.	  (2005).	  Functional	  characterization	  of	  the	  mouse	  [corrected]	  solute	  carrier,	  SLC41A2.	  Biochem	  Biophys	  Res	  Commun	  330,	  701-­‐705.	  Grabiec,	   A.M.,	   Korchynskyi,	   O.,	   Tak,	   P.P.,	   and	   Reedquist,	   K.A.	   (2012).	   Histone	  deacetylase	   inhibitors	   suppress	   rheumatoid	   arthritis	   fibroblast-­‐like	  synoviocyte	   and	   macrophage	   IL-­‐6	   production	   by	   accelerating	   mRNA	  decay.	  Ann	  Rheum	  Dis	  71,	  424-­‐431.	  Grabiec,	   A.M.,	   Krausz,	   S.,	   de	   Jager,	  W.,	   Burakowski,	   T.,	   Groot,	   D.,	   Sanders,	  M.E.,	  Prakken,	   B.J.,	  Maslinski,	  W.,	   Eldering,	   E.,	   Tak,	   P.P.,	   et	  al.	   (2010).	   Histone	  deacetylase	   inhibitors	   suppress	   inflammatory	   activation	   of	   rheumatoid	  arthritis	  patient	  synovial	  macrophages	  and	  tissue.	  Journal	  of	  immunology	  (Baltimore,	  Md	  :	  1950)	  184,	  2718-­‐2728.	  Gray,	  P.W.,	  and	  Goeddel,	  D.V.	  (1982).	  Structure	  of	  the	  human	  immune	  interferon	  gene.	  Nature	  298,	  859-­‐863.	  Guan,	  Y.,	  Ranoa,	  D.R.E.,	  Jiang,	  S.,	  Mutha,	  S.K.,	  Li,	  X.Y.,	  Baudry,	  J.,	  and	  Tapping,	  R.I.	  (2010).	   Human	   TLRs	   10	   and	   1	   Share	   Common	   Mechanisms	   of	   Innate	  Immune	  Sensing	  but	  Not	  Signaling.	  J	  Immunol	  184,	  5094-­‐5103.	  Guo,	   W.,	   Luo,	   C.,	   Wang,	   C.,	   Zhu,	   Y.,	   Wang,	   X.,	   Gao,	   X.,	   and	   Yao,	   W.	   (2012).	  Protection	   against	   Th17	   cells	   differentiation	   by	   an	   interleukin-­‐23	  receptor	  cytokine-­‐binding	  homology	  region.	  PLoS	  ONE	  7,	  e45625.	  Gutierrez,	  M.G.,	  Master,	  S.S.,	  Singh,	  S.B.,	  Taylor,	  G.a.,	  Colombo,	  M.I.,	  and	  Deretic,	  V.	  (2004).	   Autophagy	   is	   a	   defense	   mechanism	   inhibiting	   BCG	   and	  Mycobacterium	   tuberculosis	   survival	   in	   infected	  macrophages.	   Cell	   119,	  753-­‐766.	  Haasken,	  S.,	  and	  Sutterwala,	  F.S.	  (2013).	  Damage	  control:	  management	  of	  cellular	  stress	   by	   the	   NLRP3	   inflammasome.	   Eur	   J	   Immunol	   43,	  10.1002/eji.201343848.	  
References	  
	  	  	  
183	  
Haberland,	   M.,	   Montgomery,	   R.L.,	   and	   Olson,	   E.N.	   (2009).	   The	   many	   roles	   of	  histone	   deacetylases	   in	   development	   and	   physiology:	   implications	   for	  disease	  and	  therapy.	  Nat	  Rev	  Genet	  10,	  32-­‐42.	  Hagar,	   J.A.,	   Powell,	   D.A.,	   Aachoui,	   Y.,	   Ernst,	   R.K.,	   and	   Miao,	   E.A.	   (2013).	  Cytoplasmic	  LPS	  activates	  caspase-­‐11:	  implications	  in	  TLR4-­‐independent	  endotoxic	  shock.	  Science	  341,	  1250-­‐1253.	  Haggarty,	  S.J.,	  Koeller,	  K.M.,	  Wong,	  J.C.,	  Grozinger,	  C.M.,	  and	  Schreiber,	  S.L.	  (2003).	  Domain-­‐selective	   small-­‐molecule	   inhibitor	   of	   histone	   deacetylase	   6	  (HDAC6)-­‐mediated	   tubulin	   deacetylation.	   Proc	   Natl	   Acad	   Sci	   U	   S	   A	   100,	  4389-­‐4394.	  Hajishengallis,	   G.,	   Abe,	   T.,	   Maekawa,	   T.,	   Hajishengallis,	   E.,	   and	   Lambris,	   J.D.	  (2013).	   Role	   of	   complement	   in	   host-­‐microbe	   homeostasis	   of	   the	  periodontium.	  Semin	  Immunol	  25,	  65-­‐72.	  Hajishengallis,	  G.,	  and	  Lambris,	  J.D.	  (2010).	  Crosstalk	  pathways	  between	  Toll-­‐like	  receptors	  and	  the	  complement	  system.	  Trends	  Immunol	  31,	  154-­‐163.	  Hajishengallis,	   G.,	   and	  Lambris,	   J.D.	   (2011).	  Microbial	  manipulation	   of	   receptor	  crosstalk	  in	  innate	  immunity.	  Nat	  Rev	  Immunol	  11,	  187-­‐200.	  Hajishengallis,	  G.,	  Wang,	  M.,	  Liang,	  S.,	  Triantafilou,	  M.,	  and	  Triantafilou,	  K.	  (2008).	  Pathogen	   induction	   of	   CXCR4/TLR2	   cross-­‐talk	   impairs	   host	   defense	  function.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  105,	  13532-­‐13537.	  Halili,	   M.A.,	   Andrews,	   M.R.,	   Sweet,	   M.J.,	   and	   Fairlie,	   D.P.	   (2009).	   Histone	  deacetylase	   inhibitors	   in	   inflammatory	   disease.	   Curr	   Top	   Med	   Chem	   9,	  309-­‐319.	  Hampton,	  M.B.,	   and	   Orrenius,	   S.	   (1997).	   Dual	   regulation	   of	   caspase	   activity	   by	  hydrogen	  peroxide:	  implications	  for	  apoptosis.	  FEBS	  Lett	  414,	  552-­‐556.	  Hamza,	  T.,	  Barnett,	  J.B.,	  and	  Li,	  B.	  (2010).	  Interleukin	  12	  a	  key	  immunoregulatory	  cytokine	  in	  infection	  applications.	  Int	  J	  Mol	  Sci	  11,	  789-­‐806.	  Han,	   S.-­‐B.,	   and	   Lee,	   J.K.	   (2009).	   Anti-­‐inflammatory	   effect	   of	   Trichostatin-­‐A	   on	  murine	  bone	  marrow-­‐derived	  macrophages.	  Arch	  Pharm	  Res	  32,	  613-­‐624.	  Hancock,	   W.W.	   (2011).	   Histone	   Deacetylases:	   the	   Biology	   and	   Clinical	  Implication.	  	  206.	  
References	  
	  	  	  
184	  
Hanyaloglu,	  A.C.,	  and	  von	  Zastrow,	  M.	  (2008).	  Regulation	  of	  GPCRs	  by	  endocytic	  membrane	  trafficking	  and	  its	  potential	  implications.	  Annu	  Rev	  Pharmacol	  Toxicol	  48,	  537-­‐568.	  Harper,	  J.W.,	  Adami,	  G.R.,	  Wei,	  N.,	  Keyomarsi,	  K.,	  and	  Elledge,	  S.J.	  (1993).	  The	  p21	  Cdk-­‐interacting	  protein	  Cip1	  is	  a	  potent	  inhibitor	  of	  G1	  cyclin-­‐dependent	  kinases.	  Cell	  75,	  805-­‐816.	  Hasan,	  U.,	   Chaffois,	   C.,	  Gaillard,	  C.,	   Saulnier,	  V.,	  Merck,	  E.,	  Tancredi,	   S.,	  Guiet,	   C.,	  Briere,	   F.,	   Vlach,	   J.,	   Lebecque,	   S.,	   et	   al.	   (2005).	   Human	   TLR10	   is	   a	  functional	  receptor,	  expressed	  by	  B	  cells	  and	  plasmacytoid	  dendritic	  cells,	  which	  activates	  gene	  transcription	  through	  MyD88.	  J	  Immunol	  174,	  2942-­‐2950.	  Hashimoto,	   D.,	   Chow,	   A.,	   Noizat,	   C.,	   Teo,	   P.,	   Beasley,	   M.B.,	   Leboeuf,	   M.,	   Becker,	  C.D.,	  See,	  P.,	  Price,	  J.,	  Lucas,	  D.,	  et	  al.	  (2013).	  Tissue-­‐resident	  macrophages	  self-­‐maintain	  locally	  throughout	  adult	  life	  with	  minimal	  contribution	  from	  circulating	  monocytes.	  Immunity	  38,	  792-­‐804.	  Hashimoto,	   S.,	   Suzuki,	   T.,	   Dong,	  H.Y.,	   Yamazaki,	  N.,	   and	  Matsushima,	   K.	   (1999).	  Serial	  analysis	  of	  gene	  expression	  in	  human	  monocytes	  and	  macrophages.	  Blood	  94,	  837-­‐844.	  Hawlisch,	  H.,	  Belkaid,	  Y.,	  Baelder,	  R.,	  Hildeman,	  D.,	  Gerard,	  C.,	  and	  Kohl,	  J.	  (2005).	  C5a	  negatively	  regulates	   toll-­‐like	  receptor	  4-­‐induced	   immune	  responses.	  Immunity	  22,	  415-­‐426.	  Hayashi,	  F.,	  Smith,	  K.D.,	  Ozinsky,	  A.,	  Hawn,	  T.R.,	  Yi,	  E.C.,	  Goodlett,	  D.R.,	  Eng,	   J.K.,	  Akira,	   S.,	   Underhill,	   D.M.,	   and	   Aderem,	   A.	   (2001).	   The	   innate	   immune	  response	  to	  bacterial	  flagellin	  is	  mediated	  by	  Toll-­‐like	  receptor	  5.	  Nature	  
410,	  1099-­‐1103.	  Heckmann,	  B.L.,	   Zhang,	   X.,	   Xie,	   X.,	   and	   Liu,	   J.	   (2013).	   The	  G0/G1	   switch	   gene	  2	  (G0S2):	   regulating	  metabolism	  and	  beyond.	  Biochim	  Biophys	  Acta	  1831,	  276-­‐281.	  Heger,	  A.,	  and	  Ponting,	  C.P.	  (2007).	  Evolutionary	  rate	  analyses	  of	  orthologs	  and	  paralogs	  from	  12	  Drosophila	  genomes.	  Genome	  Res	  17,	  1837-­‐1849.	  Heil,	   F.,	   Hemmi,	   H.,	   Hochrein,	   H.,	   Ampenberger,	   F.,	   Kirschning,	   C.,	   Akira,	   S.,	  Lipford,	  G.,	  Wagner,	  H.,	  and	  Bauer,	  S.	  (2004).	  Species-­‐specific	  recognition	  of	  single-­‐stranded	  RNA	  via	  toll-­‐like	  receptor	  7	  and	  8.	  Science	  303,	  1526-­‐1529.	  
References	  
	  	  	  
185	  
Hemmi,	  H.,	  Takeuchi,	  O.,	  Kawai,	  T.,	  Kaisho,	  T.,	  Sato,	  S.,	  Sanjo,	  H.,	  Matsumoto,	  M.,	  Hoshino,	   K.,	   Wagner,	   H.,	   Takeda,	   K.,	   et	   al.	   (2000).	   A	   Toll-­‐like	   receptor	  recognizes	  bacterial	  DNA.	  Nature	  408,	  740-­‐745.	  Hidmark,	  A.,	  von	  Saint	  Paul,	  A.,	  and	  Dalpke,	  A.H.	  (2012).	  Cutting	  Edge:	  TLR13	  Is	  a	  Receptor	   for	   Bacterial	   RNA.	   Journal	   of	   immunology	   (Baltimore,	   Md	   :	  1950)	  189,	  2717-­‐2721.	  Hildner,	  K.,	  Edelson,	  B.T.,	  Purtha,	  W.E.,	  Diamond,	  M.,	  Matsushita,	  H.,	  Kohyama,	  M.,	  Calderon,	   B.,	   Schraml,	   B.U.,	   Unanue,	   E.R.,	   Diamond,	   M.S.,	   et	   al.	   (2008).	  Batf3	   deficiency	   reveals	   a	   critical	   role	   for	   CD8alpha+	   dendritic	   cells	   in	  cytotoxic	  T	  cell	  immunity.	  Science	  322,	  1097-­‐1100.	  Ho,	  S.-­‐r.,	  Mahanic,	  C.S.,	  Lee,	  Y.-­‐j.,	  and	  Lin,	  W.-­‐c.	  (2014).	  RNF144A,	  an	  E3	  ubiquitin	  ligase	  for	  FNA-­‐PKcs,	  promotes	  apoptosis	  during	  DNA	  damage.	  Hohenhaus,	   D.M.,	   Schaale,	   K.,	   Le	   Cao,	   K.A.,	   Seow,	   V.,	   Iyer,	   A.,	   Fairlie,	   D.P.,	   and	  Sweet,	   M.J.	   (2013).	   An	   mRNA	   atlas	   of	   G	   protein-­‐coupled	   receptor	  expression	  during	  primary	  human	  monocyte/macrophage	  differentiation	  and	   lipopolysaccharide-­‐mediated	   activation	   identifies	   targetable	  candidate	  regulators	  of	  inflammation.	  Immunobiology	  218,	  1345-­‐1353.	  Hoiseth,	   S.K.,	   and	   Stocker,	   B.A.	   (1981).	   Aromatic-­‐dependent	   Salmonella	  typhimurium	  are	  non-­‐virulent	  and	  effective	  as	   live	  vaccines.	  Nature	  291,	  238-­‐239.	  Horng,	   T.,	   Barton,	   G.M.,	   Flavell,	   R.A.,	   and	   Medzhitov,	   R.	   (2002).	   The	   adaptor	  molecule	   TIRAP	   provides	   signalling	   specificity	   for	   Toll-­‐like	   receptors.	  Nature	  420,	  329-­‐333.	  Horng,	  T.,	  Barton,	  G.M.,	  and	  Medzhitov,	  R.	  (2001).	  TIRAP:	  an	  adapter	  molecule	  in	  the	  Toll	  signaling	  pathway.	  Nat	  Immunol	  2,	  835-­‐841.	  Hoshino,	  K.,	  Takeuchi,	  O.,	  Kawai,	  T.,	  Sanjo,	  H.,	  Ogawa,	  T.,	  Takeda,	  Y.,	  Takeda,	  K.,	  and	  Akira,	   S.	   (1999).	   Cutting	   edge:	   Toll-­‐like	   receptor	   4	   (TLR4)-­‐deficient	  mice	  are	  hyporesponsive	  to	  lipopolysaccharide:	  Evidence	  for	  TLR4	  as	  the	  Lps	  gene	  product.	  J	  Immunol	  162,	  3749-­‐3752.	  Howell,	   S.J.,	   Wilk,	   D.,	   Yadav,	   S.P.,	   and	   Bevins,	   C.L.	   (2003).	   Antimicrobial	  polypeptides	  of	  the	  human	  colonic	  epithelium.	  Peptides	  24,	  1763-­‐1770.	  Hu,	  R.,	  Chen,	  Z.F.,	  Yan,	  J.,	  Li,	  Q.F.,	  Huang,	  Y.,	  Xu,	  H.,	  Zhang,	  X.,	  and	  Jiang,	  H.	  (2014).	  Complement	   C5a	   exacerbates	   acute	   lung	   injury	   induced	   through	  
References	  
	  	  	  
186	  
autophagy-­‐mediated	   alveolar	   macrophage	   apoptosis.	   Cell	   Death	   Dis	   5,	  e1330.	  Huang,	   J.,	  Xu,	  L.-­‐g.,	  Liu,	  T.,	  Zhai,	  Z.,	   and	  Shu,	  H.-­‐b.	   (2006).	  The	  p53-­‐inducible	  E3	  ubiquitin	  ligase	  p53RFP	  induces	  p53-­‐dependent	  apoptosis.	  	  580,	  940-­‐947.	  Huang,	  Y.L.,	  Morales-­‐Rosado,	  J.,	  Ray,	  J.,	  Myers,	  T.G.,	  Kho,	  T.,	  Lu,	  M.,	  and	  Munford,	  R.S.	   (2014).	   Toll-­‐like	   receptor	   agonists	   promote	   prolonged	   triglyceride	  storage	  in	  macrophages.	  J	  Biol	  Chem	  289,	  3001-­‐3012.	  Huibregtse,	  J.M.,	  Scheffner,	  M.,	  Beaudenon,	  S.,	  and	  Howley,	  P.M.	  (1995).	  A	  family	  of	   proteins	   structurally	   and	   functionally	   related	   to	   the	   E6-­‐AP	   ubiquitin-­‐protein	  ligase.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  92,	  5249.	  Husebye,	   H.,	   Halaas,	   Ø.,	   Stenmark,	   H.,	   Tunheim,	   G.,	   Sandanger,	   Ø.,	   Bogen,	   B.,	  Brech,	   A.,	   Latz,	   E.,	   and	   Espevik,	   T.	   (2006).	   Endocytic	   pathways	   regulate	  Toll-­‐like	  receptor	  4	  signaling	  and	  link	  innate	  and	  adaptive	  immunity.	  The	  EMBO	  journal	  25,	  683-­‐692.	  Iacobelli,	   M.,	   Wachsman,	   W.,	   and	   McGuire,	   K.L.	   (2000).	   Repression	   of	   IL-­‐2	  promoter	   activity	   by	   the	   novel	   basic	   leucine	   zipper	   p21SNFT	   protein.	   J	  Immunol	  165,	  860-­‐868.	  Ikeda,	  S.,	  Saijo,	  S.,	  Murayama,	  M.A.,	  Shimizu,	  K.,	  Akitsu,	  A.,	  and	  Iwakura,	  Y.	  (2014).	  Excess	   IL-­‐1	   signaling	   enhances	   the	   development	   of	   Th17	   cells	   by	  downregulating	   TGF-­‐beta-­‐induced	   Foxp3	   expression.	   J	   Immunol	   192,	  1449-­‐1458.	  Iwakura,	  Y.,	  and	  Ishigame,	  H.	  (2006).	  The	  IL-­‐23/IL-­‐17	  axis	  in	  inflammation.	  J	  Clin	  Invest	  116,	  1218-­‐1222.	  Iyer,	  A.,	  Woodruff,	  T.M.,	  Wu,	  M.C.L.,	  Stylianou,	  C.,	  Reid,	  R.C.,	  Fairlie,	  D.P.,	  Taylor,	  S.M.,	   and	  Brown,	   L.	   (2011).	   Inhibition	  of	   inflammation	   and	   fibrosis	   by	   a	  complement	  C5a	  receptor	  antagonist	  in	  DOCA-­‐salt	  hypertensive	  rats.	  In	  J	  Cardiovasc	  Pharmacol	  (Lippincott	  Williams	  &	  Wilkins).	  Jaguin,	  M.,	  Houlbert,	  N.,	  Fardel,	  O.,	  and	  Lecureur,	  V.	  (2013).	  Polarization	  profiles	  of	  human	  M-­‐CSF-­‐generated	  macrophages	  and	  comparison	  of	  M1-­‐markers	  in	  classically	  activated	  macrophages	  from	  GM-­‐CSF	  and	  M-­‐CSF	  origin.	  Cell	  Immunol	  281,	  51-­‐61.	  Jenkins,	   S.J.,	  Ruckerl,	  D.,	   Cook,	  P.C.,	   Jones,	  L.H.,	   Finkelman,	  F.D.,	   van	  Rooijen,	  N.,	  MacDonald,	   A.S.,	   and	   Allen,	   J.E.	   (2011).	   Local	   macrophage	   proliferation,	  
References	  
	  	  	  
187	  
rather	   than	   recruitment	   from	   the	   blood,	   is	   a	   signature	   of	   TH2	  inflammation.	  Science	  332,	  1284-­‐1288.	  Jensen,	   P.E.,	  Weber,	  D.A.,	   Thayer,	  W.P.,	   Chen,	   X.,	   and	  Dao,	   C.T.	   (1999).	  HLA-­‐DM	  and	  the	  MHC	  class	  II	  antigen	  presentation	  pathway.	  Immunol	  Res	  20,	  195-­‐205.	  Joosten,	  L.a.B.,	  Leoni,	  F.,	  Meghji,	  S.,	  and	  Mascagni,	  P.	   (2011).	   Inhibition	  of	  HDAC	  activity	  by	  ITF2357	  ameliorates	  joint	  inflammation	  and	  prevents	  cartilage	  and	   bone	   destruction	   in	   experimental	   arthritis.	   Molecular	   medicine	  (Cambridge,	  Mass)	  17,	  391-­‐396.	  Juliana,	   C.,	   Fernandes-­‐Alnemri,	   T.,	   Kang,	   S.,	   Farias,	   A.,	   Qin,	   F.,	   and	  Alnemri,	   E.S.	  (2012).	   Non-­‐transcriptional	   priming	   and	   deubiquitination	   regulate	  NLRP3	  inflammasome	  activation.	  J	  Biol	  Chem	  287,	  36617-­‐36622.	  Kagan,	   J.C.,	   and	   Medzhitov,	   R.	   (2006).	   Phosphoinositide-­‐mediated	   adaptor	  recruitment	  controls	  toll-­‐like	  receptor	  signaling.	  Cell	  125,	  943-­‐955.	  Kagan,	  J.C.,	  Su,	  T.,	  Horng,	  T.,	  Chow,	  A.,	  Akira,	  S.,	  and	  Medzhitov,	  R.	  (2008).	  TRAM	  couples	  endocytosis	  of	  Toll-­‐like	  receptor	  4	  to	  the	  induction	  of	  interferon-­‐beta.	  Nat	  Immunol	  9,	  361-­‐368.	  Kaisho,	  T.,	  Takeuchi,	  O.,	  Kawai,	  T.,	  Hoshino,	  K.,	  and	  Akira,	  S.	   (2001).	  Endotoxin-­‐induced	   maturation	   of	   MyD88-­‐deficient	   dendritic	   cells.	   Journal	   of	  immunology	  (Baltimore,	  Md	  :	  1950)	  166,	  5688-­‐5694.	  Kamijo,	  R.,	  Harada,	  H.,	  Matsuyama,	  T.,	  Bosland,	  M.,	  Gerecitano,	  J.,	  Shapiro,	  D.,	  Le,	  J.,	   Koh,	   S.I.,	   Kimura,	   T.,	   Green,	   S.J.,	   et	   al.	   (1994).	   Requirement	   for	  transcription	   factor	   IRF-­‐1	   in	   NO	   synthase	   induction	   in	   macrophages.	  Science	  263,	  1612-­‐1615.	  Kang,	  F.-­‐W.,	  Que,	  L.,	  Wu,	  M.,	  Wang,	  Z.-­‐L.,	  and	  Sun,	  J.	  (2012).	  Effects	  of	  trichostatin	  A	   on	   HIF-­‐1α	   and	   VEGF	   expression	   in	   human	   tongue	   squamous	   cell	  carcinoma	  cells	  in	  vitro.	  Oncol	  Rep	  28,	  193-­‐199.	  Kauppinen,	   A.,	   Niskanen,	   H.,	   Suuronen,	   T.,	   Kinnunen,	   K.,	   Salminen,	   A.,	   and	  Kaarniranta,	  K.	  (2012).	  Oxidative	  stress	  activates	  NLRP3	  inflammasomes	  in	   ARPE-­‐19	   cells—Implications	   for	   age-­‐related	   macular	   degeneration	  (AMD).	  Immunol	  Lett	  147,	  29-­‐33.	  Kawasaki,	   K.,	   Gomi,	   K.,	   Kawai,	   Y.,	   Shiozaki,	   M.,	   and	   Nishijima,	   M.	   (2003).	  Molecular	   basis	   for	   lipopolysaccharide	   mimetic	   action	   of	   Taxol	   and	  flavolipin.	  J	  Endotoxin	  Res	  9,	  301-­‐307.	  
References	  
	  	  	  
188	  
Kayagaki,	   N.,	   Warming,	   S.,	   Lamkanfi,	   M.,	   Vande	   Walle,	   L.,	   Louie,	   S.,	   Dong,	   J.,	  Newton,	   K.,	   Qu,	   Y.,	   Liu,	   J.,	   Heldens,	   S.,	   et	   al.	   (2011).	   Non-­‐canonical	  inflammasome	  activation	  targets	  caspase-­‐11.	  Nature	  479,	  117-­‐121.	  Kayagaki,	   N.,	   Wong,	   M.T.,	   Stowe,	   I.B.,	   Ramani,	   S.R.,	   Gonzalez,	   L.C.,	   Akashi-­‐Takamura,	  S.,	  Miyake,	  K.,	  Zhang,	  J.,	  Lee,	  W.P.,	  Muszynski,	  A.,	  et	  al.	  (2013).	  Noncanonical	   inflammasome	  activation	  by	  intracellular	  LPS	  independent	  of	  TLR4.	  Science	  341,	  1246-­‐1249.	  Ke,	  Q.,	  and	  Costa,	  M.	  (2006).	  Hypoxia-­‐inducible	  factor-­‐1	  (HIF-­‐1).	  Mol	  Pharmacol	  
70,	  1469-­‐1480.	  Keane,	  J.,	  Gershon,	  S.,	  Wise,	  R.P.,	  Mirabile-­‐Levens,	  E.,	  Kasznica,	  J.,	  Schwieterman,	  W.D.,	   Siegel,	   J.N.,	   and	   Braun,	  M.M.	   (2001).	   Tuberculosis	   associated	  with	  infliximab,	   a	   tumor	   necrosis	   factor	   alpha-­‐neutralizing	   agent.	   The	   New	  England	  journal	  of	  medicine	  345,	  1098-­‐1104.	  Kelly,	   W.K.,	   O’Connor,	   O.A.,	   Lee	   Krug,	   M.,	   Chiao,	   J.H.,	   Heaney,	   M.,	   Curley,	   T.,	  MacGregore-­‐Cortelli,	  B.,	  Tong,	  W.,	   Secrist,	   J.P.,	   Schwartz,	  L.,	  et	  al.	   (2005).	  Phase	   I	   Study	   of	   an	   Oral	   Histone	   Deacetylase	   Inhibitor,	   Suberoylanilide	  Hydroxamic	   Acid,	   in	   Patients	  With	   Advanced	   Cancer.	   Journal	   of	   clinical	  oncology	  :	  official	  journal	  of	  the	  American	  Society	  of	  Clinical	  Oncology	  23,	  3923-­‐3931.	  Kelso,	  E.B.,	  Lockhart,	  J.C.,	  Hembrough,	  T.,	  Dunning,	  L.,	  Plevin,	  R.,	  Hollenberg,	  M.D.,	  Sommerhoff,	   C.P.,	   Mclean,	   J.S.,	   and	   Ferrell,	   W.R.	   (2006).	   Therapeutic	  Promise	   of	   Proteinase-­‐Activated	   Receptor-­‐2	   Antagonism	   in	   Joint	  Inflammation.	  	  316,	  1017-­‐1024.	  Khabele,	   D.	   (2014).	   The	   therapeutic	   potential	   of	   class	   I	   selective	   histone	  deacetylase	  inhibitors	  in	  ovarian	  cancer.	  Front	  Oncol	  4,	  111.	  Khan,	   O.,	   and	   La	   Thangue,	   N.B.	   (2012).	   HDAC	   inhibitors	   in	   cancer	   biology:	  emerging	  mechanisms	  and	  clinical	  applications.	  Immunol	  Cell	  Biol	  90,	  85-­‐94.	  Kieffer,	  A.-­‐e.,	  Goumon,	  Y.,	  Ruh,	  O.,	   Chasserot-­‐golaz,	   S.,	  Gasnier,	   C.,	   and	  Aunis,	  D.	  (2003).	  Antimicrobial	  activities	  of	  Ubiquitin	  and	  the	  C-­‐terminal	  fragment	  Ubiquitin-­‐(65-­‐76).	  Kim,	  H.J.,	  Koo,	   S.Y.,	  Ahn,	  B.H.,	   Park,	  O.,	   Park,	  D.H.,	   Seo,	  D.O.,	  Won,	   J.H.,	   Yim,	  H.J.,	  Kwak,	   H.S.,	   Park,	   H.S.,	   et	   al.	   (2010).	   NecroX	   as	   a	   novel	   class	   of	  mitochondrial	   reactive	   oxygen	   species	   and	   ONOO(-­‐)	   scavenger.	   Arch	  Pharm	  Res	  33,	  1813-­‐1823.	  
References	  
	  	  	  
189	  
Kim,	  J.-­‐J.,	  Lee,	  H.-­‐M.,	  Shin,	  D.-­‐M.,	  Kim,	  W.,	  Yuk,	  J.-­‐M.,	  Jin,	  Hyo	  S.,	  Lee,	  S.-­‐H.,	  Cha,	  G.-­‐H.,	  Kim,	   J.-­‐M.,	   Lee,	   Z.-­‐W.,	  et	  al.	   (2012).	  Host	  Cell	  Autophagy	  Activated	  by	  Antibiotics	  Is	  Required	  for	  Their	  Effective	  Antimycobacterial	  Drug	  Action.	  Cell	  Host	  Microbe	  11,	  457-­‐468.	  Kim,	   Y.-­‐M.,	   Brinkmann,	  M.M.,	   Paquet,	  M.-­‐E.,	   and	   Ploegh,	   H.L.	   (2008).	   UNC93B1	  delivers	  nucleotide-­‐sensing	   toll-­‐like	   receptors	   to	   endolysosomes.	  Nature	  
452,	  234-­‐U280.	  Kim,	  Y.B.,	  Ki,	  S.W.,	  Yoshida,	  M.,	  and	  Horinouchi,	  S.	  (2000).	  Mechanism	  of	  cell	  cycle	  arrest	  caused	  by	  histone	  deacetylase	  inhibitors	  in	  human	  carcinoma	  cells.	  The	  Journal	  of	  antibiotics	  53,	  1191-­‐1200.	  Kirisako,	   T.,	   Kamei,	   K.,	   Murata,	   S.,	   Kato,	   M.,	   Fukumoto,	   H.,	   Kanie,	   M.,	   Sano,	   S.,	  Tokunaga,	  F.,	  Tanaka,	  K.,	  and	  Iwai,	  K.	   (2006).	  A	  ubiquitin	   ligase	  complex	  assembles	  linear	  polyubiquitin	  chains.	  EMBO	  J	  25,	  4877-­‐4887.	  Kitareewan,	   S.,	   Blumen,	   S.,	   Sekula,	   D.,	   Bissonnette,	   R.P.,	   Lamph,	   W.W.,	   Cui,	   Q.,	  Gallagher,	  R.,	  and	  Dmitrovsky,	  E.	  (2008).	  G0S2	  is	  an	  all-­‐trans-­‐retinoic	  acid	  target	  gene.	  Int	  J	  Oncol	  33,	  397-­‐404.	  Koblansky,	  A.A.,	   Jankovic,	  D.,	  Oh,	  H.,	  Hieny,	  S.,	  Sungnak,	  W.,	  Mathur,	  R.,	  Hayden,	  M.S.,	   Akira,	   S.,	   Sher,	   A.,	   and	   Ghosh,	   S.	   (2013).	   Recognition	   of	   Profilin	   by	  Toll-­‐like	  Receptor	  12	  Is	  Critical	  for	  Host	  Resistance	  to	  Toxoplasma	  gondii.	  Immunity	  38,	  119-­‐130.	  Kofoed,	   E.M.,	   and	   Vance,	   R.E.	   (2011).	   Innate	   immune	   recognition	   of	   bacterial	  ligands	  by	  NAIPs	  determines	  inflammasome	  specificity.	  Nature	  477,	  592-­‐595.	  Kofoed,	  E.M.,	  and	  Vance,	  R.E.	  (2012).	  NAIPs:	  building	  an	  innate	  immune	  barrier	  against	  bacterial	  pathogens.	  NAIPs	  function	  as	  sensors	  that	  initiate	  innate	  immunity	   by	   detection	   of	   bacterial	   proteins	   in	   the	   host	   cell	   cytosol.	  BioEssays	   :	   news	   and	   reviews	   in	  molecular,	   cellular	   and	   developmental	  biology	  34,	  589-­‐598.	  Koon,	  H.W.,	  Shih,	  D.Q.,	  Chen,	  J.,	  Bakirtzi,	  K.,	  Hing,	  T.C.,	  Law,	  I.,	  Ho,	  S.,	  Ichikawa,	  R.,	  Zhao,	   D.,	   Xu,	   H.,	   et	   al.	   (2011).	   Cathelicidin	   signaling	   via	   the	   Toll-­‐like	  receptor	   protects	   against	   colitis	   in	   mice.	   Gastroenterology	   141,	   1852-­‐1863.e1851-­‐1853.	  Kraatz,	   J.,	  Clair,	  L.,	  Bellingham,	   J.,	  Wahlstrom,	  K.,	  Rodriguez,	   J.L.,	   and	  West,	  M.A.	  (1998).	   Lipopolysaccharide	   pretreatment	   produces	   macrophage	  endotoxin	  tolerance	  via	  a	  serum-­‐independent	  pathway.	  J	  Trauma	  45,	  684-­‐691.	  
References	  
	  	  	  
190	  
Krishnan,	   J.,	   and	   Choi,	   S.	   (2012).	   Systems	   Biological	   Approaches	   Reveal	   Non-­‐additive	  Responses	  and	  Multiple	  Crosstalk	  Mechanisms	  between	  TLR	  and	  GPCR	  Signaling.	  Genomics	  Inform	  10,	  153-­‐166.	  Kroemer,	   G.,	   Zamzami,	   N.,	   and	   Susin,	   S.A.	   (1997).	   Mitochondrial	   control	   of	  apoptosis.	  Immunol	  Today	  18,	  44-­‐51.	  Kubbutat,	  M.H.,	  Jones,	  S.N.,	  and	  Vousden,	  K.H.	  (1997).	  Regulation	  of	  p53	  stability	  by	  Mdm2.	  Nature	  387,	  299-­‐303.	  Kumagai,	   Y.,	   and	   Akira,	   S.	   (2010).	   Identification	   and	   functions	   of	   pattern-­‐recognition	  receptors.	  The	  Journal	  of	  allergy	  and	  clinical	  immunology	  125,	  985-­‐992.	  Labbé,	   K.,	   McIntire,	   Christian	  R.,	   Doiron,	   K.,	   Leblanc,	   Philippe	  M.,	   and	   Saleh,	   M.	  (2011).	   Cellular	   Inhibitors	   of	   Apoptosis	   Proteins	   cIAP1	   and	   cIAP2	   Are	  Required	   for	   Efficient	   Caspase-­‐1	   Activation	   by	   the	   Inflammasome.	  Immunity	  35,	  897-­‐907.	  Lacey,	   D.C.,	   Achuthan,	   A.,	   Fleetwood,	   A.J.,	   Dinh,	   H.,	   Roiniotis,	   J.,	   Scholz,	   G.M.,	  Chang,	  M.W.,	  Beckman,	  S.K.,	  Cook,	  A.D.,	  and	  Hamilton,	  J.A.	  (2012).	  Defining	  GM-­‐CSF-­‐	   and	   macrophage-­‐CSF-­‐dependent	   macrophage	   responses	   by	   in	  vitro	  models.	  J	  Immunol	  188,	  5752-­‐5765.	  Lage,	  S.L.,	  Longo,	  C.,	  Branco,	  L.M.,	  da	  Costa,	  T.B.,	  Buzzo,	  C.D.L.,	  and	  Bortoluci,	  K.R.	  (2014).	   Emerging	   Concepts	   about	   NAIP/NLRC4	   Inflammasomes.	  Frontiers	  in	  immunology	  5,	  309.	  Lamkanfi,	  M.,	   and	   Dixit,	   V.M.	   (2012).	   Inflammasomes	   and	   their	   roles	   in	   health	  and	  disease.	  Annu	  Rev	  Cell	  Dev	  Biol	  28,	  137-­‐161.	  Lamkanfi,	   M.,	   and	   Dixit,	   V.M.	   (2014).	   Mechanisms	   and	   functions	   of	  inflammasomes.	  Cell	  157,	  1013-­‐1022.	  Lamkanfi,	  M.,	   Sarkar,	  A.,	  Vande	  Walle,	   L.,	  Vitari,	  A.C.,	  Amer,	  A.O.,	  Wewers,	  M.D.,	  Tracey,	   K.J.,	   Kanneganti,	   T.D.,	   and	   Dixit,	   V.M.	   (2010).	   Inflammasome-­‐dependent	  release	  of	  the	  alarmin	  HMGB1	  in	  endotoxemia.	  J	  Immunol	  185,	  4385-­‐4392.	  Lammas,	   D.a.,	   Stober,	   C.,	   Harvey,	   C.J.,	   Kendrick,	   N.,	   Panchalingam,	   S.,	   and	  Kumararatne,	  D.S.	  (1997).	  ATP-­‐induced	  killing	  of	  mycobacteria	  by	  human	  macrophages	   is	  mediated	  by	  purinergic	  P2Z(P2X7)	   receptors.	   Immunity	  
7,	  433-­‐444.	  
References	  
	  	  	  
191	  
Lappegård,	   K.T.,	   Christiansen,	   D.,	   Pharo,	   A.,	   Thorgersen,	   E.B.,	   Hellerud,	   B.C.,	  Lindstad,	  J.,	  Nielsen,	  E.W.,	  Bergseth,	  G.,	  Fadnes,	  D.,	  Abrahamsen,	  T.G.,	  et	  al.	  (2009).	  Human	  genetic	  deficiencies	  reveal	  the	  roles	  of	  complement	  in	  the	  inflammatory	  network:	  lessons	  from	  nature.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  106,	  15861-­‐15866.	  LaRue,	   H.,	   Ayari,	   C.,	   Bergeron,	   A.,	   and	   Fradet,	   Y.	   (2013).	   Toll-­‐like	   receptors	   in	  urothelial	   cells[mdash]targets	   for	   cancer	   immunotherapy.	   Nat	   Rev	   Urol	  
10,	  537-­‐545.	  Lattin,	  J.,	  Zidar,	  D.a.,	  Schroder,	  K.,	  Kellie,	  S.,	  Hume,	  D.a.,	  and	  Sweet,	  M.J.	  (2007).	  G-­‐protein-­‐coupled	   receptor	   expression,	   function,	   and	   signaling	   in	  macrophages.	  J	  Leukoc	  Biol	  82,	  16-­‐32.	  Lattin,	   J.E.,	   Schroder,	   K.,	   Su,	   A.I.,	   Walker,	   J.R.,	   Zhang,	   J.,	   Wiltshire,	   T.,	   Saijo,	   K.,	  Glass,	   C.K.,	   Hume,	   D.A.,	   Kellie,	   S.,	   et	   al.	   (2008).	   Expression	   analysis	   of	   G	  Protein-­‐Coupled	  Receptors	  in	  mouse	  macrophages.	  Immunome	  Res	  4,	  5.	  Lauw,	   F.N.,	   Caffrey,	  D.R.,	   and	  Golenbock,	  D.T.	   (2005).	  Of	  mice	   and	  man:	   TLR11	  (finally)	  finds	  profilin.	  Trends	  Immunol	  26,	  509-­‐511.	  Lavigne,	  J.P.,	  O'Callaghan,	  D.,	  and	  Blanc-­‐Potard,	  A.B.	  (2005).	  Requirement	  of	  MgtC	  for	  Brucella	  suis	  intramacrophage	  growth:	  a	  potential	  mechanism	  shared	  by	  Salmonella	  enterica	  and	  Mycobacterium	  tuberculosis	  for	  adaptation	  to	  a	  low-­‐Mg2+	  environment.	  Infect	  Immun	  73,	  3160-­‐3163.	  Lechtenberg,	   B.C.,	   Mace,	   P.D.,	   and	   Riedl,	   S.J.	   (2014).	   Structural	   mechanisms	   in	  NLR	  inflammasome	  signaling.	  Curr	  Opin	  Struct	  Biol	  29,	  17-­‐25.	  Lee,	  H.,	  Whitfeld,	  P.L.,	  and	  Mackay,	  C.R.	   (2008).	  Receptors	   for	  complement	  C5a.	  The	  importance	  of	  C5aR	  and	  the	  enigmatic	  role	  of	  C5L2.	  Immunol	  Cell	  Biol	  
86,	  153-­‐160.	  Lee,	  H.K.,	  Dunzendorfer,	  S.,	  Soldau,	  K.,	  and	  Tobias,	  P.S.	   (2006).	  Double-­‐stranded	  RNA-­‐mediated	  TLR3	  activation	   is	  enhanced	  by	  CD14.	   Immunity	  24,	  153-­‐163.	  Lee,	   S.I.,	   Kang,	   S.K.,	   Jung,	   H.J.,	   Chun,	   Y.H.,	   Kwon,	   Y.D.,	   and	   Kim,	   E.C.	   (2014).	  Muramyl	   dipeptide	   activates	   human	   beta	   defensin	   2	   and	   pro-­‐inflammatory	   mediators	   through	   Toll-­‐like	   receptors	   and	   NLRP3	  inflammasomes	  in	  human	  dental	  pulp	  cells.	  Clin	  Oral	  Investig.	  Legler,	  D.F.,	  Loetscher,	  M.,	  Roos,	  R.S.,	  Clark-­‐Lewis,	  I.,	  Baggiolini,	  M.,	  and	  Moser,	  B.	  (1998).	  B	  cell-­‐attracting	  chemokine	  1,	  a	  human	  CXC	  chemokine	  expressed	  
References	  
	  	  	  
192	  
in	  lymphoid	  tissues,	  selectively	  attracts	  B	  lymphocytes	  via	  BLR1/CXCR5.	  J	  Exp	  Med	  187,	  655-­‐660.	  Legrand,	  N.,	  Ploss,	  A.,	  Balling,	  R.,	  Becker,	  P.D.,	  Borsotti,	  C.,	  Brezillon,	  N.,	  Debarry,	  J.,	   de	   Jong,	   Y.,	   Deng,	  H.,	   Di	   Santo,	   J.P.,	   et	  al.	   (2009).	   Humanized	  mice	   for	  modeling	   human	   infectious	   disease:	   challenges,	   progress,	   and	   outlook.	  Cell	  Host	  Microbe	  6,	  5-­‐9.	  Lehrer,	  R.I.,	  Cole,	  A.M.,	  and	  Selsted,	  M.E.	  (2012).	  theta-­‐Defensins:	  cyclic	  peptides	  with	  endless	  potential.	  J	  Biol	  Chem	  287,	  27014-­‐27019.	  Lehrer,	   R.I.,	   and	   Ganz,	   T.	   (2002).	   Defensins	   of	   vertebrate	   animals.	   Curr	   Opin	  Immunol	  14,	  96-­‐102.	  Lehrer,	  R.I.,	  Lichtenstein,	  A.K.,	  and	  Ganz,	  T.	  (1993).	  Defensins:	  antimicrobial	  and	  cytotoxic	  peptides	  of	  mammalian	  cells.	  Annu	  Rev	  Immunol	  11,	  105-­‐128.	  Leo,	   R.J.,	   and	   Narendran,	   R.	   (1999).	   Anticonvulsant	   Use	   in	   the	   Treatment	   of	  Bipolar	   Disorder:	   A	   Primer	   for	   Primary	   Care	   Physicians.	   Prim	   Care	  Companion	  J	  Clin	  Psychiatry	  1,	  74-­‐84.	  Leoni,	  F.,	  Zaliani,	  A.,	  Bertolini,	  G.,	  Porro,	  G.,	  Pagani,	  P.,	  Pozzi,	  P.,	  Donà,	  G.,	  Fossati,	  G.,	  Sozzani,	  S.,	  Azam,	  T.,	  et	  al.	   (2002).	  The	  antitumor	  histone	  deacetylase	  inhibitor	   suberoylanilide	   hydroxamic	   acid	   exhibits	   antiinflammatory	  properties	   via	   suppression	   of	   cytokines.	   Proc	   Natl	   Acad	   Sci	   U	   S	   A	   99,	  2995-­‐3000.	  Li,	  D.,	  Zhang,	  L.,	  Yin,	  H.,	  Xu,	  H.,	  Satkoski	  Trask,	  J.,	  Smith,	  D.G.,	  Li,	  Y.,	  Yang,	  M.,	  and	  Zhu,	  Q.	  (2014a).	  Evolution	  of	  primate	  alpha	  and	  theta	  defensins	  revealed	  by	  analysis	  of	  genomes.	  Mol	  Biol	  Rep	  41,	  3859-­‐3866.	  Li,	  G.,	  Fan,	  R.M.,	  Chen,	  J.L.,	  Wang,	  C.M.,	  Zeng,	  Y.C.,	  Han,	  C.,	   Jiao,	  S.,	  Xia,	  X.P.,	  Chen,	  W.,	  and	  Yao,	  S.T.	  (2014b).	  Neuroprotective	  effects	  of	  argatroban	  and	  C5a	  receptor	   antagonist	   (PMX53)	   following	   intracerebral	   haemorrhage.	   Clin	  Exp	  Immunol	  175,	  285-­‐295.	  Li,	  R.,	  Coulthard,	  L.G.,	  Wu,	  M.C.L.,	  Taylor,	  S.M.,	  and	  Woodruff,	  T.M.	  (2013).	  C5L2:	  a	  controversial	   receptor	   of	   complement	   anaphylatoxin,	   C5a.	   The	   FASEB	  Journal	  27,	  855-­‐864.	  Li,	  W.,	  Bengtson,	  M.H.,	  Ulbrich,	  A.,	  Matsuda,	  A.,	  Reddy,	  V.A.,	  Orth,	  A.,	  Chanda,	  S.K.,	  Batalov,	   S.,	   and	   Joazeiro,	   C.A.	   (2008).	   Genome-­‐wide	   and	   functional	  annotation	   of	   human	   E3	   ubiquitin	   ligases	   identifies	   MULAN,	   a	  
References	  
	  	  	  
193	  
mitochondrial	   E3	   that	   regulates	   the	   organelle's	   dynamics	   and	   signaling.	  PLoS	  ONE	  3,	  e1487.	  Liang,	  S.,	  Krauss,	  J.L.,	  Domon,	  H.,	  McIntosh,	  M.L.,	  Hosur,	  K.B.,	  Qu,	  H.,	  Li,	  F.,	  Tzekou,	  A.,	  Lambris,	   J.D.,	  and	  Hajishengallis,	  G.	   (2011).	  The	  C5a	  receptor	   impairs	  IL-­‐12-­‐dependent	   clearance	  of	  Porphyromonas	   gingivalis	   and	   is	   required	  for	  induction	  of	  periodontal	  bone	  loss.	  J	  Immunol	  186,	  869-­‐877.	  Libby,	  P.	  (2007).	  Inflammatory	  mechanisms:	  the	  molecular	  basis	  of	  inflammation	  and	  disease.	  Nutr	  Rev	  65,	  S140-­‐146.	  Licandro,	   G.,	   Ling	   Khor,	   H.,	   Beretta,	   O.,	   Lai,	   J.,	   Derks,	   H.,	   Laudisi,	   F.,	   Conforti-­‐Andreoni,	   C.,	   Liang	   Qian,	   H.,	   Teng,	   G.G.,	   Ricciardi-­‐Castagnoli,	   P.,	   et	   al.	  (2013).	   The	   NLRP3	   inflammasome	   affects	   DNA	   damage	   responses	   after	  oxidative	  and	  genotoxic	  stress	  in	  dendritic	  cells.	  Eur	  J	  Immunol	  43,	  2126-­‐2137.	  Lin,	   H.-­‐S.,	   Hu,	   C.-­‐Y.,	   Chan,	   H.-­‐Y.,	   Liew,	   Y.-­‐Y.,	   Huang,	   H.-­‐P.,	   Lepescheux,	   L.,	  Bastianelli,	  E.,	  Baron,	  R.,	  Rawadi,	  G.,	  and	  Clément-­‐Lacroix,	  P.	  (2007).	  Anti-­‐rheumatic	   activities	   of	   histone	   deacetylase	   (HDAC)	   inhibitors	   in	   vivo	   in	  collagen-­‐induced	  arthritis	  in	  rodents.	  Br	  J	  Pharmacol	  150,	  862-­‐872.	  Lin,	  K.M.,	  Hu,	  W.,	  Troutman,	  T.D.,	  Jennings,	  M.,	  Brewer,	  T.,	  Li,	  X.,	  Nanda,	  S.,	  Cohen,	  P.,	   Thomas,	   J.A.,	   and	   Pasare,	   C.	   (2014).	   IRAK-­‐1	   bypasses	   priming	   and	  directly	   links	   TLRs	   to	   rapid	   NLRP3	   inflammasome	   activation.	   Proc	   Natl	  Acad	  Sci	  U	  S	  A	  111,	  775-­‐780.	  Lisignoli,	   G.,	   Cristino,	   S.,	   Toneguzzi,	   S.,	   Grassi,	   F.,	   Piacentini,	   A.,	   Cavallo,	   C.,	  Facchini,	   A.,	   and	   Mariani,	   E.	   (2004).	   IL1beta	   and	   TNFalpha	   differently	  modulate	   CXCL13	   chemokine	   in	   stromal	   cells	   and	   osteoblasts	   isolated	  from	   osteoarthritis	   patients:	   evidence	   of	   changes	   associated	   to	   cell	  maturation.	  Exp	  Gerontol	  39,	  659-­‐665.	  Liu,	   F.L.,	   Chen,	   C.H.,	   Chu,	   S.J.,	   Chen,	   J.H.,	   Lai,	   J.H.,	   Sytwu,	   H.K.,	   and	   Chang,	   D.M.	  (2007a).	   Interleukin	   (IL)-­‐23	   p19	   expression	   induced	   by	   IL-­‐1beta	   in	  human	   fibroblast-­‐like	   synoviocytes	   with	   rheumatoid	   arthritis	   via	   active	  nuclear	   factor-­‐kappaB	   and	   AP-­‐1	   dependent	   pathway.	   Rheumatology	  (Oxford)	  46,	  1266-­‐1273.	  Liu,	  H.,	  Leo,	  C.,	  Chen,	  X.,	  Wong,	  B.R.,	  Williams,	  L.T.,	  Lin,	  H.,	  and	  He,	  X.	  (2012).	  The	  mechanism	   of	   shared	   but	   distinct	   CSF-­‐1R	   signaling	   by	   the	   non-­‐homologous	  cytokines	  IL-­‐34	  and	  CSF-­‐1.	  Biochim	  Biophys	  Acta	  1824,	  938-­‐945.	  
References	  
	  	  	  
194	  
Liu,	  P.T.,	  Stenger,	  S.,	  Tang,	  D.H.,	  and	  Modlin,	  R.L.	   (2007c).	  Cutting	  edge:	  vitamin	  D-­‐mediated	   human	   antimicrobial	   activity	   against	   Mycobacterium	  tuberculosis	  is	  dependent	  on	  the	  induction	  of	  cathelicidin.	  J	  Immunol	  179,	  2060-­‐2063.	  Liu,	  P.T.,	  Stenger,	  S.,	  Tang,	  D.H.,	  and	  Modlin,	  R.L.	  (2007d).	  Cutting	  Edge:	  Vitamin	  D-­‐Mediated	   Human	   Antimicrobial	   Activity	   against	   Mycobacterium	  tuberculosis	   Is	   Dependent	   on	   the	   Induction	   of	   Cathelicidin.	   J	   Immunol	  
179,	  2060-­‐2063.	  Lopez-­‐Castejon,	  G.,	  Luheshi,	  N.M.,	  Compan,	  V.,	  High,	  S.,	  Whitehead,	  R.C.,	  Flitsch,	  S.,	  Kirov,	   A.,	   Prudovsky,	   I.,	   Swanton,	   E.,	   and	   Brough,	   D.	   (2013).	  Deubiquitinases	   regulate	   the	   activity	   of	   caspase-­‐1	   and	   interleukin-­‐1beta	  secretion	  via	  assembly	  of	  the	  inflammasome.	  J	  Biol	  Chem	  288,	  2721-­‐2733.	  Lotze,	  M.T.,	  and	  Tracey,	  K.J.	  (2005).	  High-­‐mobility	  group	  box	  1	  protein	  (HMGB1):	  nuclear	  weapon	  in	  the	  immune	  arsenal.	  Nat	  Rev	  Immunol	  5,	  331-­‐342.	  Lübke,	   T.,	   Lobel,	   P.,	   and	   Sleat,	   D.E.	   (2009).	   Proteomics	   of	   the	   lysosome.	  Biochimica	  et	  Biophysica	  Acta	  (BBA)	  -­‐	  Molecular	  Cell	  Research	  1793,	  625-­‐635.	  Lum,	   M.G.,	   Minamikawa,	   T.,	   and	   Nagley,	   P.	   (2002).	   Microscopic	  photosensitization:	  a	  new	  tool	   to	   investigate	   the	  role	  of	  mitochondria	   in	  cell	  death.	  ScientificWorldJournal	  2,	  1198-­‐1208.	  Lund,	   J.M.,	  Alexopoulou,	  L.,	  Sato,	  A.,	  Karow,	  M.,	  Adams,	  N.C.,	  Gale,	  N.W.,	   Iwasaki,	  A.,	  and	  Flavell,	  R.A.	  (2004).	  Recognition	  of	  single-­‐stranded	  RNA	  viruses	  by	  Toll-­‐like	  receptor	  7.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  101,	  5598-­‐5603.	  Lundberg,	   K.,	   Wegner,	   N.,	   Yucel-­‐Lindberg,	   T.,	   and	   Venables,	   P.J.	   (2010).	  Periodontitis	   in	   RA-­‐the	   citrullinated	   enolase	   connection.	   Nat	   Rev	  Rheumatol	  6,	  727-­‐730.	  Lupfer,	   C.R.,	   Anand,	   P.K.,	   Liu,	   Z.,	   Stokes,	   K.L.,	   Vogel,	   P.,	   Lamkanfi,	   M.,	   and	  Kanneganti,	   T.D.	   (2014).	   Reactive	   oxygen	   species	   regulate	   caspase-­‐11	  expression	   and	   activation	   of	   the	   non-­‐canonical	   NLRP3	   inflammasome	  during	  enteric	  pathogen	  infection.	  PLoS	  Pathog	  10,	  e1004410.	  Luttrell,	   L.M.	   (2005).	  Composition	  and	  Function	  of	  G	  Protein-­‐Coupled	  Receptor	  Signalsomes	  Controlling	  Mitogen-­‐Activated	  Protein	  Kinase	  Activity.	  	  26.	  Ma,	   X.,	   Ezzeldin,	   H.H.,	   and	   Diasio,	   R.B.	   (2009).	   Histone	   deacetylase	   inhibitors:	  current	  status	  and	  overview	  of	  recent	  clinical	  trials.	  Drugs	  69,	  1911-­‐1934.	  
References	  
	  	  	  
195	  
MacKenzie,	   C.R.,	   Hadding,	   U.,	   and	   Däubener,	   W.	   (1998).	   Interferon-­‐gamma-­‐induced	   activation	   of	   indoleamine	   2,3-­‐dioxygenase	   in	   cord	   blood	  monocyte-­‐derived	   macrophages	   inhibits	   the	   growth	   of	   group	   B	  streptococci.	  The	  Journal	  of	  infectious	  diseases	  178,	  875-­‐878.	  MacMicking,	   J.,	   Xie,	   Q.W.,	   and	   Nathan,	   C.	   (1997).	   Nitric	   oxide	   and	  macrophage	  function.	  Annu	  Rev	  Immunol	  15,	  323-­‐350.	  Mai,	  A.,	  Cerbara,	  I.,	  Valente,	  S.,	  Massa,	  S.,	  Walker,	  L.A.,	  and	  Tekwani,	  B.L.	  (2004).	  Antimalarial	   and	   antileishmanial	   activities	   of	   aroyl-­‐pyrrolyl-­‐hydroxyamides,	  a	  new	  class	  of	  histone	  deacetylase	  inhibitors.	  Antimicrob	  Agents	  Chemother	  48,	  1435-­‐1436.	  Mai,	   A.,	   Massa,	   S.,	   Rotili,	   D.,	   Cerbara,	   I.,	   Valente,	   S.,	   Pezzi,	   R.,	   Simeoni,	   S.,	   and	  Ragno,	   R.	   (2005).	   Histone	   deacetylation	   in	   epigenetics:	   an	   attractive	  target	  for	  anticancer	  therapy.	  Med	  Res	  Rev	  25,	  261-­‐309.	  Manjili,	  M.H.,	  Wang,	  X.Y.,	  and	  Abrams,	  S.	  (2014).	  Evolution	  of	  Our	  Understanding	  of	  Myeloid	  Regulatory	  Cells:	  From	  MDSCs	  to	  Mregs.	  Front	  Immunol	  5,	  303.	  Mantovani,	  A.,	  Sica,	  A.,	  Sozzani,	  S.,	  Allavena,	  P.,	  Vecchi,	  A.,	  and	  Locati,	  M.	  (2004).	  The	   chemokine	   system	   in	   diverse	   forms	   of	   macrophage	   activation	   and	  polarization.	  Trends	  Immunol	  25,	  677-­‐686.	  Mantovani,	  A.,	  Sozzani,	  S.,	  Locati,	  M.,	  Allavena,	  P.,	  and	  Sica,	  A.	  (2002).	  Macrophage	  polarization:	  tumor-­‐associated	  macrophages	  as	  a	  paradigm	  for	  polarized	  M2	  mononuclear	  phagocytes.	  Trends	  Immunol	  23,	  549-­‐555.	  Marchetti,	   P.,	   Decaudin,	   D.,	   Macho,	   A.,	   Zamzami,	   N.,	   Hirsch,	   T.,	   Susin,	   S.A.,	   and	  Kroemer,	   G.	   (1997).	   Redox	   regulation	   of	   apoptosis:	   impact	   of	   thiol	  oxidation	  status	  on	  mitochondrial	  function.	  Eur	  J	  Immunol	  27,	  289-­‐296.	  Mariathasan,	   S.,	   Newton,	   K.,	   Monack,	   D.M.,	   Vucic,	   D.,	   French,	   D.M.,	   Lee,	   W.P.,	  Roose-­‐Girma,	   M.,	   Erickson,	   S.,	   and	   Dixit,	   V.M.	   (2004).	   Differential	  activation	   of	   the	   inflammasome	   by	   caspase-­‐1	   adaptors	   ASC	   and	   Ipaf.	  Nature	  430,	  213-­‐218.	  Marshak-­‐Rothstein,	   A.	   (2006).	   Toll-­‐like	   receptors	   in	   systemic	   autoimmune	  disease.	  Nat	  Rev	  Immunol	  6,	  823-­‐835.	  Marsoni,	  S.,	  Damia,	  G.,	  and	  Camboni,	  G.	   (2008).	  A	  work	   in	  progress:	   the	  clinical	  development	  of	  histone	  deacetylase	  inhibitors.	  Epigenetics	  3,	  164-­‐171.	  
References	  
	  	  	  
196	  
Martin,	  M.,	  Kettmann,	  R.,	  and	  Dequiedt,	  F.	  (2007).	  Class	  IIa	  histone	  deacetylases:	  regulating	  the	  regulators.	  Oncogene	  26,	  5450-­‐5467.	  Martineau,	   A.R.,	   Wilkinson,	   K.A.,	   Newton,	   S.M.,	   Floto,	   R.A.,	   Norman,	   A.W.,	  Skolimowska,	  K.,	  Davidson,	  R.N.,	  Sorensen,	  O.E.,	  Kampmann,	  B.,	  Griffiths,	  C.J.,	  et	  al.	  (2007).	  IFN-­‐gamma-­‐	  and	  TNF-­‐independent	  vitamin	  D-­‐inducible	  human	   suppression	   of	   mycobacteria:	   the	   role	   of	   cathelicidin	   LL-­‐37.	   J	  Immunol	  178,	  7190-­‐7198.	  Martinez,	  F.O.,	  and	  Gordon,	  S.	  (2014).	  The	  M1	  and	  M2	  paradigm	  of	  macrophage	  activation:	  time	  for	  reassessment.	  F1000Prime	  Reports	  6,	  13.	  Martinez-­‐Noel,	  G.,	  Muller,	  U.,	  and	  Harbers,	  K.	  (2001).	  Identification	  of	  molecular	  determinants	   required	   for	   interaction	   of	   ubiquitin-­‐conjugating	   enzymes	  and	  RING	  finger	  proteins.	  Eur	  J	  Biochem	  268,	  5912-­‐5919.	  Martinon,	  F.,	  Burns,	  K.,	  and	  Tschopp,	   J.	   (2002).	  The	   inflammasome:	  a	  molecular	  platform	  triggering	  activation	  of	  inflammatory	  caspases	  and	  processing	  of	  proIL-­‐beta.	  Mol	  Cell	  10,	  417-­‐426.	  Masson,	  P.L.,	  Heremans,	  J.F.,	  and	  Schonne,	  E.	  (1969).	  Lactoferrin,	  an	  iron-­‐binding	  protein	  in	  neutrophilic	  leukocytes.	  The	  Journal	  of	  experimental	  medicine	  
130,	  643-­‐658.	  McGeachy,	  M.J.,	  Chen,	  Y.,	  Tato,	  C.M.,	  Laurence,	  A.,	  Joyce-­‐Shaikh,	  B.,	  Blumenschein,	  W.M.,	  McClanahan,	  T.K.,	  O'Shea,	   J.J.,	  and	  Cua,	  D.J.	   (2009).	  The	   interleukin	  23	  receptor	  is	  essential	  for	  the	  terminal	  differentiation	  of	  interleukin	  17-­‐producing	  effector	  T	  helper	  cells	  in	  vivo.	  Nat	  Immunol	  10,	  314-­‐324.	  Medley,	  Q.G.,	  Kedersha,	  N.,	  O'Brien,	  S.,	  Tian,	  Q.,	  Schlossman,	  S.F.,	  Streuli,	  M.,	  and	  Anderson,	   P.	   (1996a).	   Characterization	  of	  GMP-­‐17,	   a	   granule	  membrane	  protein	   that	   moves	   to	   the	   plasma	   membrane	   of	   natural	   killer	   cells	  following	  target	  cell	  recognition.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  93,	  685-­‐689.	  Medley,	  Q.G.,	  Kedersha,	  N.,	  O'Brien,	  S.,	  Tian,	  Q.,	  Schlossman,	  S.F.,	  Streuli,	  M.,	  and	  Anderson,	  P.	   (1996b).	  Characterization	  of	  GMP-­‐17,	   a	   granule	  membrane	  protein	   that	   moves	   to	   the	   plasma	   membrane	   of	   natural	   killer	   cells	  following	  target	  cell	  recognition.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  93,	  685-­‐689.	  Meehan,	  S.M.,	  McCluskey,	  R.T.,	  Pascual,	  M.,	  Preffer,	  F.I.,	  Anderson,	  P.,	  Schlossman,	  S.F.,	   and	   Colvin,	   R.B.	   (1997).	   Cytotoxicity	   and	   apoptosis	   in	   human	   renal	  allografts:	   identification,	   distribution,	   and	   quantitation	   of	   cells	   with	   a	  cytotoxic	   granule	   protein	   GMP-­‐17	   (TIA-­‐1)	   and	   cells	   with	   fragmented	  nuclear	  DNA.	  Lab	  Invest	  76,	  639-­‐649.	  
References	  
	  	  	  
197	  
Melino,	   G.,	   Bernassola,	   F.,	   Ranalli,	  M.,	   Yee,	   K.,	   Zong,	  W.X.,	   Corazzari,	  M.,	   Knight,	  R.A.,	   Green,	   D.R.,	   Thompson,	   C.,	   and	   Vousden,	   K.H.	   (2004).	   p73	   Induces	  Apoptosis	   via	   PUMA	   Transactivation	   and	   Bax	   Mitochondrial	  Translocation.	  J	  Biol	  Chem	  279,	  8076-­‐8083.	  Messier-­‐Solek,	   C.,	   Buckley,	  K.M.,	   and	  Rast,	   J.P.	   (2010).	  Highly	   diversified	   innate	  receptor	  systems	  and	  new	  forms	  of	  animal	  immunity.	  Semin	  Immunol	  22,	  39-­‐47.	  Mestas,	  J.,	  and	  Hughes,	  C.C.W.	  (2004).	  Of	  mice	  and	  not	  men:	  Differences	  between	  mouse	  and	  human	  immunology.	  J	  Immunol	  172,	  2731-­‐2738.	  Miller,	  T.A.,	  Witter,	  D.J.,	  and	  Belvedere,	  S.	  (2003).	  Histone	  Deacetylase	  Inhibitors.	  J	  Med	  Chem	  46,	  5097-­‐5116.	  Mills,	  C.D.	  (2012).	  M1	  and	  M2	  Macrophages:	  Oracles	  of	  Health	  and	  Disease.	  Crit	  Rev	  Immunol	  32,	  463-­‐488.	  Mills,	   C.D.,	   Kincaid,	   K.,	   Alt,	   J.M.,	   Heilman,	   M.J.,	   and	   Hill,	   A.M.	   (2000).	   M-­‐1/M-­‐2	  macrophages	  and	  the	  Th1/Th2	  paradigm.	  J	  Immunol	  164,	  6166-­‐6173.	  Mills,	  K.H.	  (2008).	  Induction,	  function	  and	  regulation	  of	  IL-­‐17-­‐producing	  T	  cells.	  Eur	  J	  Immunol	  38,	  2636-­‐2649.	  Minamikawa,	  T.,	  Sriratana,	  A.,	  Williams,	  D.A.,	  Bowser,	  D.N.,	  Hill,	  J.S.,	  and	  Nagley,	  P.	  (1999).	   Chloromethyl-­‐X-­‐rosamine	   (MitoTracker	   Red)	   photosensitises	  mitochondria	  and	  induces	  apoptosis	  in	  intact	  human	  cells.	  J	  Cell	  Sci	  112	  (	  
Pt	  14),	  2419-­‐2430.	  Miyakawa,	  Y.,	  Ratnakar,	  P.,	  Rao,	  A.G.,	  Costello,	  M.L.,	  Mathieu-­‐Costello,	  O.,	  Lehrer,	  R.I.,	   and	   Catanzaro,	   A.	   (1996).	   In	   vitro	   activity	   of	   the	   antimicrobial	  peptides	   human	   and	   rabbit	   defensins	   and	   porcine	   leukocyte	   protegrin	  against	  Mycobacterium	  tuberculosis.	  Infect	  Immun	  64,	  926-­‐932.	  Moll,	   U.M.,	   Marchenko,	   N.,	   and	   Zhang,	   X.K.	   (2006).	   p53	   and	   Nur77/TR3	   -­‐	  transcription	   factors	   that	   directly	   target	   mitochondria	   for	   cell	   death	  induction.	  Oncogene	  25,	  4725-­‐4743.	  Mollnes,	   T.E.,	   Brekke,	   O.-­‐l.,	   Fung,	   M.,	   Fure,	   H.,	   Christiansen,	   D.,	   Bergseth,	   G.,	  Videm,	  V.,	  Lappegård,	  K.T.,	  Köhl,	  J.,	  and	  Lambris,	  J.D.	  (2012).	  Essential	  role	  of	   the	  C5a	  receptor	   in	  E	  coli	  −	   induced	  oxidative	  burst	  and	  phagocytosis	  revealed	   by	   a	   novel	   lepirudin-­‐based	   human	   whole	   blood	   model	   of	  inflammation	   Essential	   role	   of	   the	   C5a	   receptor	   in	   E	   coli	   –	   induced	  oxidative	  burst	  and	  phagocytosis	  rev.	  1869-­‐1877.	  
References	  
	  	  	  
198	  
Mombelli,	  M.,	   Lugrin,	   J.,	   Rubino,	   I.,	   Chanson,	   A.-­‐L.,	   Giddey,	  M.,	   Calandra,	   T.,	   and	  Roger,	   T.	   (2011).	   Histone	   deacetylase	   inhibitors	   impair	   antibacterial	  defenses	   of	  macrophages.	   The	   Journal	   of	   infectious	   diseases	   204,	   1367-­‐1374.	  Moore,	   C.A.C.,	   Milano,	   S.K.,	   and	   Benovic,	   J.L.	   (2007).	   Regulation	   of	   receptor	  trafficking	  by	  GRKs	  and	  arrestins.	  Annu	  Rev	  Physiol	  69,	  451-­‐482.	  Mosser,	   D.M.,	   and	   Edwards,	   J.P.	   (2008).	   Exploring	   the	   full	   spectrum	   of	  macrophage	  activation.	  Nat	  Rev	  Immunol	  8,	  958-­‐969.	  Muller-­‐Eberhard,	   H.J.	   (1985).	   The	   killer	   molecule	   of	   complement.	   J	   Invest	  Dermatol	  85,	  47s-­‐52s.	  Munk,	  C.,	  Wei,	  G.,	  Yang,	  O.O.,	  Waring,	  A.J.,	  Wang,	  W.,	  Hong,	  T.,	  Lehrer,	  R.I.,	  Landau,	  N.R.,	  and	  Cole,	  A.M.	  (2003).	  The	  theta-­‐defensin,	  retrocyclin,	  inhibits	  HIV-­‐1	  entry.	  AIDS	  Res	  Hum	  Retroviruses	  19,	  875-­‐881.	  Murray,	   P.J.,	   and	   Wynn,	   T.A.	   (2011).	   Protective	   and	   pathogenic	   functions	   of	  macrophage	  subsets.	  Nat	  Rev	  Immunol	  11,	  723-­‐737.	  Nakagawa,	  I.,	  Amano,	  A.,	  Mizushima,	  N.,	  Yamamoto,	  A.,	  Yamaguchi,	  H.,	  Kamimoto,	  T.,	   Nara,	   A.,	   Funao,	   J.,	   Nakata,	   M.,	   Tsuda,	   K.,	   et	   al.	   (2004).	   Autophagy	  defends	  cells	  against	  invading	  group	  A	  Streptococcus.	  Science	  306,	  1037-­‐1040.	  Nakahira,	  K.,	  Haspel,	  J.A.,	  Rathinam,	  V.A.,	  Lee,	  S.J.,	  Dolinay,	  T.,	  Lam,	  H.C.,	  Englert,	  J.A.,	   Rabinovitch,	   M.,	   Cernadas,	   M.,	   Kim,	   H.P.,	   et	   al.	   (2011).	   Autophagy	  proteins	   regulate	   innate	   immune	   responses	   by	   inhibiting	   the	   release	   of	  mitochondrial	  DNA	  mediated	  by	  the	  NALP3	  inflammasome.	  Nat	  Immunol	  
12,	  222-­‐230.	  Nakamura,	  Y.,	  Futamura,	  M.,	  Kamino,	  H.,	  Yoshida,	  K.,	  Nakamura,	  Y.,	  and	  Arakawa,	  H.	   (2006).	   Identification	   of	   p53-­‐46F	   as	   a	   super	   p53	   with	   an	   enhanced	  ability	  to	  induce	  p53-­‐dependent	  apoptosis.	  Cancer	  Sci	  97,	  633-­‐641.	  Narendra,	   D.,	   Tanaka,	   A.,	   Suen,	   D.F.,	   and	   Youle,	   R.J.	   (2008).	   Parkin	   is	   recruited	  selectively	  to	  impaired	  mitochondria	  and	  promotes	  their	  autophagy.	  J	  Cell	  Biol	  183,	  795-­‐803.	  Nasu,	   K.,	   Kohsaka,	   H.,	   Nonomura,	   Y.,	   Terada,	   Y.,	   Ito,	   H.,	   Hirokawa,	   K.,	   and	  Miyasaka,	   N.	   (2000).	   Adenoviral	   transfer	   of	   cyclin-­‐dependent	   kinase	  inhibitor	  genes	  suppresses	  collagen-­‐induced	  arthritis	   in	  mice.	   J	   Immunol	  
165,	  7246-­‐7252.	  
References	  
	  	  	  
199	  
Nathan,	  C.,	  and	  Ding,	  A.	  (2010).	  Nonresolving	  inflammation.	  Cell	  140,	  871-­‐882.	  Nelson,	   D.E.,	   Virok,	   D.P.,	   Wood,	   H.,	   Roshick,	   C.,	   Johnson,	   R.M.,	   Whitmire,	  W.M.,	  Crane,	   D.D.,	   Steele-­‐Mortimer,	   O.,	   Kari,	   L.,	   McClarty,	   G.,	   et	   al.	   (2005).	  Chlamydial	   IFN-­‐gamma	   immune	   evasion	   is	   linked	   to	   host	   infection	  tropism.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  102,	  10658-­‐10663.	  Ng,	  C.-­‐C.,	  Arakawa,	  H.,	  Fukuda,	  S.,	  Kondoh,	  H.,	  and	  Nakamura,	  Y.	  (2003).	  p53RFP,	  a	  p53-­‐inducible	  RING-­‐finger	  protein,	  regulates	  the	  stability	  of	  p21WAF1.	  Oncogene	  22,	  4449-­‐4458.	  Nicholson,	  D.W.	   (1999).	   Caspase	   structure,	   proteolytic	   substrates,	   and	   function	  during	  apoptotic	  cell	  death.	  Cell	  Death	  Differ	  6,	  1028-­‐1042.	  Nicholson-­‐Weller,	   A.,	   and	   Halperin,	   J.A.	   (1993).	   Membrane	   signaling	   by	  complement	  C5b-­‐9,	  the	  membrane	  attack	  complex.	  Immunol	  Res	  12,	  244-­‐257.	  Niculescu,	  F.,	  and	  Rus,	  H.	  (2001).	  Mechanisms	  of	  signal	  transduction	  activated	  by	  sublytic	  assembly	  of	  terminal	  complement	  complexes	  on	  nucleated	  cells.	  Immunol	  Res	  24,	  191-­‐199.	  Nielsen,	   T.S.,	   Kampmann,	  U.,	  Nielsen,	  R.R.,	   Jessen,	  N.,	  Orskov,	   L.,	   Pedersen,	   S.B.,	  Jorgensen,	   J.O.,	   Lund,	   S.,	   and	   Moller,	   N.	   (2012).	   Reduced	   mRNA	   and	  protein	   expression	   of	   perilipin	   A	   and	   G0/G1	   switch	   gene	   2	   (G0S2)	   in	  human	   adipose	   tissue	   in	   poorly	   controlled	   type	   2	   diabetes.	   J	   Clin	  Endocrinol	  Metab	  97,	  E1348-­‐1352.	  Nishi,	   K.,	   Oda,	   T.,	   Takabuchi,	   S.,	   Oda,	   S.,	   Fukuda,	   K.,	   Adachi,	   T.,	   Semenza,	   G.L.,	  Shingu,	  K.,	  and	  Hirota,	  K.	   (2008).	  LPS	   induces	  hypoxia-­‐inducible	   factor	  1	  activation	  in	  macrophage-­‐differentiated	  cells	  in	  a	  reactive	  oxygen	  species-­‐dependent	  manner.	  Antioxid	  Redox	  Signal	  10,	  983-­‐995.	  Nishimoto,	  N.,	  Yoshizaki,	  K.,	  Miyasaka,	  N.,	  Yamamoto,	  K.,	  Kawai,	  S.,	  Takeuchi,	  T.,	  Hashimoto,	   J.,	   Azuma,	   J.,	   and	   Kishimoto,	   T.	   (2004).	   Treatment	   of	  rheumatoid	   arthritis	   with	   humanized	   anti-­‐interleukin-­‐6	   receptor	  antibody:	   a	   multicenter,	   double-­‐blind,	   placebo-­‐controlled	   trial.	   Arthritis	  Rheum	  50,	  1761-­‐1769.	  Noorbakhsh,	   F.,	   Tsutsui,	   S.,	   Vergnolle,	   N.,	   Boven,	   L.a.,	   Shariat,	   N.,	   Vodjgani,	   M.,	  Warren,	  K.G.,	  Andrade-­‐Gordon,	  P.,	  Hollenberg,	  M.D.,	  and	  Power,	  C.	  (2006).	  Proteinase-­‐activated	   receptor	   2	   modulates	   neuroinflammation	   in	  experimental	  autoimmune	  encephalomyelitis	  and	  multiple	  sclerosis.	  The	  Journal	  of	  experimental	  medicine	  203,	  425-­‐435.	  
References	  
	  	  	  
200	  
O'Connor,	  O.A.,	  Heaney,	  M.L.,	  Schwartz,	  L.,	  Richardson,	  S.,	  Willim,	  R.,	  MacGregor-­‐Cortelli,	  B.,	  Curly,	  T.,	  Moskowitz,	  C.,	  Portlock,	  C.,	  Horwitz,	  S.,	  et	  al.	  (2006).	  Clinical	   experience	  with	   intravenous	   and	   oral	   formulations	   of	   the	   novel	  histone	  deacetylase	  inhibitor	  suberoylanilide	  hydroxamic	  acid	  in	  patients	  with	  advanced	  hematologic	  malignancies.	  J	  Clin	  Oncol	  24,	  166-­‐173.	  O'Neill,	  L.A.J.,	  and	  Bowie,	  A.G.	  (2007).	  The	  family	  of	  five:	  TIR-­‐domain-­‐containing	  adaptors	   in	  Toll-­‐like	   receptor	   signalling.	  Nature	  Reviews	   Immunology	  7,	  353-­‐364.	  Ogawa,	  M.,	  Yoshimori,	  T.,	  Suzuki,	  T.,	  Sagara,	  H.,	  Mizushima,	  N.,	  and	  Sasakawa,	  C.	  (2005).	  Escape	  of	  intracellular	  Shigella	  from	  autophagy.	  Science	  307,	  727-­‐731.	  Ohtsuka,	   T.,	   Ryu,	   H.,	   Minamishima,	   Y.A.,	   Macip,	   S.,	   Sagara,	   J.,	   Nakayama,	   K.I.,	  Aaronson,	  S.A.,	  and	  Lee,	  S.W.	  (2004).	  ASC	  is	  a	  Bax	  adaptor	  and	  regulates	  the	  p53-­‐Bax	  mitochondrial	  apoptosis	  pathway.	  Nat	  Cell	  Biol	  6,	  121-­‐128.	  Okazaki,	   N.,	   Hazeki,	   K.,	   Izumi,	   T.,	   Nigorikawa,	   K.,	   and	   Hazeki,	   O.	   (2011).	   C5a	  controls	   TLR-­‐induced	   IL-­‐10	   and	   IL-­‐12	   production	   independent	   of	  phosphoinositide	  3-­‐kinase.	  J	  Biochem	  (Tokyo)	  149,	  265-­‐274.	  Oldenburg,	  M.,	  Krüger,	  A.,	  Ferstl,	  R.,	  Kaufmann,	  A.,	  Nees,	  G.,	  Koedel,	  U.,	  Akira,	  S.,	  Kawai,	  T.,	  Buer,	   J.,	  Wagner,	  H.,	  et	  al.	   (2012).	  TLR13	  Recognizes	  Bacterial	  23S	   rRNA	   Devoid	   of	   Erythromycin	   Resistance	   -­‐	   Forming	   Modification.	  	  
337,	  1111-­‐1115.	  Opal,	  S.M.,	  Fisher,	  C.J.,	  Jr.,	  Dhainaut,	  J.F.,	  Vincent,	  J.L.,	  Brase,	  R.,	  Lowry,	  S.F.,	  Sadoff,	  J.C.,	   Slotman,	   G.J.,	   Levy,	   H.,	   Balk,	   R.A.,	   et	   al.	   (1997).	   Confirmatory	  interleukin-­‐1	   receptor	   antagonist	   trial	   in	   severe	   sepsis:	   a	   phase	   III,	  randomized,	   double-­‐blind,	   placebo-­‐controlled,	   multicenter	   trial.	   The	  Interleukin-­‐1	   Receptor	   Antagonist	   Sepsis	   Investigator	   Group.	   Crit	   Care	  Med	  25,	  1115-­‐1124.	  Oppmann,	  B.,	   Lesley,	  R.,	  Blom,	  B.,	  Timans,	   J.C.,	  Xu,	  Y.,	  Hunte,	  B.,	  Vega,	  F.,	  Yu,	  N.,	  Wang,	   J.,	   Singh,	  K.,	  et	  al.	   (2000).	  Novel	  p19	  protein	  engages	   IL-­‐12p40	   to	  form	  a	  cytokine,	  IL-­‐23,	  with	  biological	  activities	  similar	  as	  well	  as	  distinct	  from	  IL-­‐12.	  Immunity	  13,	  715-­‐725.	  Ota,	  T.,	  Suzuki,	  Y.,	  Nishikawa,	  T.,	  Otsuki,	  T.,	  Sugiyama,	  T.,	  Irie,	  R.,	  Wakamatsu,	  A.,	  Hayashi,	   K.,	   Sato,	   H.,	   Nagai,	   K.,	   et	   al.	   (2004).	   Complete	   sequencing	   and	  characterization	  of	  21,243	  full-­‐length	  human	  cDNAs.	  Nat	  Genet	  36,	  40-­‐45.	  Ozaki,	   K.,	   and	  Hanazawa,	   S.	   (2001).	   Porphyromonas	   gingivalis	   fimbriae	   inhibit	  caspase-­‐3-­‐mediated	   apoptosis	   of	   monocytic	   THP-­‐1	   cells	   under	   growth	  
References	  
	  	  	  
201	  
factor	   deprivation	   via	   extracellular	   signal-­‐regulated	   kinase-­‐dependent	  expression	  of	  p21	  Cip/WAF1.	  Infect	  Immun	  69,	  4944-­‐4950.	  Park,	   J.S.,	   Svetkauskaite,	   D.,	   He,	   Q.,	   Kim,	   J.-­‐Y.,	   Strassheim,	   D.,	   Ishizaka,	   A.,	   and	  Abraham,	  E.	  (2004).	  Involvement	  of	  toll-­‐like	  receptors	  2	  and	  4	  in	  cellular	  activation	  by	  high	  mobility	  group	  box	  1	  protein.	  The	  Journal	  of	  biological	  chemistry	  279,	  7370-­‐7377.	  Pasupuleti,	   M.,	   Walse,	   B.,	   Nordahl,	   E.A.,	   Morgelin,	   M.,	   Malmsten,	   M.,	   and	  Schmidtchen,	   A.	   (2007).	   Preservation	   of	   antimicrobial	   properties	   of	  complement	  peptide	  C3a,	  from	  invertebrates	  to	  humans.	  J	  Biol	  Chem	  282,	  2520-­‐2528.	  Patel,	   J.,	   Channon,	  K.M.,	   and	  McNeill,	   E.	   (2013).	  The	  Downstream	  Regulation	  of	  Chemokine	   Receptor	   Signalling:	   Implications	   for	   Atherosclerosis,	   Vol	  2013.	  Patil,	  V.,	  Guerrant,	  W.,	  Chen,	  P.C.,	  Gryder,	  B.,	  Benicewicz,	  D.B.,	  Khan,	  S.I.,	  Tekwani,	  B.L.,	  and	  Oyelere,	  A.K.	  (2010).	  Antimalarial	  and	  antileishmanial	  activities	  of	   histone	   deacetylase	   inhibitors	   with	   triazole-­‐linked	   cap	   group.	   Bioorg	  Med	  Chem	  18,	  415-­‐425.	  Petrilli,	   V.,	   Papin,	   S.,	   and	   Tschopp,	   J.	   (2005).	   The	   inflammasome.	   Curr	   Biol	   15,	  R581.	  Peyssonnaux,	  C.,	   Cejudo-­‐Martin,	  P.,	  Doedens,	  A.,	   Zinkernagel,	  A.S.,	   Johnson,	  R.S.,	  and	   Nizet,	   V.	   (2007).	   Cutting	   edge:	   Essential	   role	   of	   hypoxia	   inducible	  factor-­‐1alpha	   in	   development	   of	   lipopolysaccharide-­‐induced	   sepsis.	   J	  Immunol	  178,	  7516-­‐7519.	  Pfefferkorn,	   E.R.	   (1984).	   Interferon	   gamma	   blocks	   the	   growth	   of	   Toxoplasma	  gondii	   in	   human	   fibroblasts	   by	   inducing	   the	   host	   cells	   to	   degrade	  tryptophan.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  81,	  908-­‐912.	  Piekarz,	  R.L.,	  Frye,	  R.,	  Prince,	  H.M.,	  Kirschbaum,	  M.H.,	  Zain,	  J.,	  Allen,	  S.L.,	  Jaffe,	  E.S.,	  Ling,	  A.,	  Turner,	  M.,	  Peer,	  C.J.,	  et	  al.	  (2011).	  Phase	  2	  trial	  of	  romidepsin	  in	  patients	  with	  peripheral	  T-­‐cell	  lymphoma.	  Blood	  117,	  5827-­‐5834.	  Pierce,	   K.L.,	   Premont,	   R.T.,	   and	   Lefkowitz,	   R.J.	   (2002).	   Seven-­‐transmembrane	  receptors.	  Nat	  Rev	  Mol	  Cell	  Biol	  3,	  639-­‐650.	  Pihlstrom,	   B.L.,	   Michalowicz,	   B.S.,	   and	   Johnson,	   N.W.	   (2005).	   Periodontal	  diseases.	  Lancet	  366,	  1809-­‐1820.	  
References	  
	  	  	  
202	  
Pizzari,	   T.,	   and	   Birkhead,	   T.R.	   (2002).	   The	   sexually-­‐selected	   sperm	   hypothesis:	  sex-­‐biased	  inheritance	  and	  sexual	  antagonism.	  Biol	  Rev	  Camb	  Philos	  Soc	  
77,	  183-­‐209.	  Poltorak,	   A.,	   He,	   X.L.,	   Smirnova,	   I.,	   Liu,	  M.Y.,	   Van	  Huffel,	   C.,	   Du,	   X.,	   Birdwell,	   D.,	  Alejos,	   E.,	   Silva,	  M.,	   Galanos,	   C.,	   et	   al.	   (1998).	   Defective	   LPS	   signaling	   in	  C3H/HeJ	   and	   C57BL/10ScCr	  mice:	  Mutations	   in	   Tlr4	   gene.	   Science	   282,	  2085-­‐2088.	  Poot,	  M.,	  Zhang,	  Y.Z.,	  Kramer,	  J.A.,	  Wells,	  K.S.,	  Jones,	  L.J.,	  Hanzel,	  D.K.,	  Lugade,	  A.G.,	  Singer,	   V.L.,	   and	   Haugland,	   R.P.	   (1996).	   Analysis	   of	   mitochondrial	  morphology	   and	   function	   with	   novel	   fixable	   fluorescent	   stains.	   J	  Histochem	  Cytochem	  44,	  1363-­‐1372.	  Postma,	   B.,	   Poppelier,	   M.J.,	   van	   Galen,	   J.C.,	   Prossnitz,	   E.R.,	   van	   Strijp,	   J.A.G.,	   de	  Haas,	  C.J.C.,	  and	  van	  Kessel,	  K.P.M.	  (2004).	  Chemotaxis	  Inhibitory	  Protein	  of	   Staphylococcus	   aureus	   Binds	   Specifically	   to	   the	   C5a	   and	   Formylated	  Peptide	  Receptor.	  The	  Journal	  of	  Immunology	  172,	  6994-­‐7001.	  Premont,	   R.T.,	   and	   Gainetdinov,	   R.R.	   (2007).	   Physiological	   roles	   of	   G	   protein-­‐coupled	  receptor	  kinases	  and	  arrestins.	  Annu	  Rev	  Physiol	  69,	  511-­‐534.	  Procyk,	   K.J.,	   Kovarik,	   P.,	   von	   Gabain,	   A.,	   and	   Baccarini,	   M.	   (1999).	   Salmonella	  typhimurium	  and	  Lipopolysaccharide	  Stimulate	  Extracellularly	  Regulated	  Kinase	   Activation	   in	   Macrophages	   by	   a	   Mechanism	   Involving	  Phosphatidylinositol	   3-­‐Kinase	   and	   Phospholipase	   D	   as	   Novel	  Intermediates.	  Infect	  Immun	  67,	  1011-­‐1017.	  Py,	   Bénédicte	  F.,	   Kim,	   M.-­‐S.,	   Vakifahmetoglu-­‐Norberg,	   H.,	   and	   Yuan,	   J.	   (2013).	  Deubiquitination	  of	  NLRP3	  by	  BRCC3	  Critically	  Regulates	  Inflammasome	  Activity.	  Mol	  Cell	  49,	  331-­‐338.	  Qiu,	  T.,	  Zhou,	  L.,	  Zhu,	  W.,	  Wang,	  T.,	  Wang,	  J.,	  Shu,	  Y.,	  and	  Liu,	  P.	  (2013).	  Effects	  of	  treatment	  with	   histone	   deacetylase	   inhibitors	   in	   solid	   tumors:	   a	   review	  based	  on	  30	  clinical	  trials.	  Future	  Oncol	  9,	  255-­‐269.	  Raetz,	  M.,	  Kibardin,	  A.,	  Sturge,	  C.R.,	  Pifer,	  R.,	  Li,	  H.,	  Burstein,	  E.,	  Ozato,	  K.,	  Larin,	  S.,	  and	  Yarovinsky,	  F.	  (2013).	  Cooperation	  of	  TLR12	  and	  TLR11	  in	  the	  IRF8-­‐Dependent	  IL-­‐12	  Response	  to	  Toxoplasma	  gondii	  Profilin.	  J	  Immunol	  191,	  4818-­‐4827.	  Rallabhandi,	  P.,	  Nhu,	  Q.M.,	  Toshchakov,	  V.Y.,	  Piao,	  W.,	  Medvedev,	  A.E.,	  Hollenberg,	  M.D.,	  Fasano,	  A.,	   and	  Vogel,	   S.N.	   (2008).	  Analysis	  of	  proteinase-­‐activated	  receptor	  2	  and	  TLR4	  signal	   transduction:	  a	  novel	  paradigm	   for	   receptor	  cooperativity.	  The	  Journal	  of	  biological	  chemistry	  283,	  24314-­‐24325.	  
References	  
	  	  	  
203	  
Rane,	  S.,	  He,	  M.,	  Sayed,	  D.,	  Vashistha,	  H.,	  Malhotra,	  A.,	  Sadoshima,	  J.,	  Vatner,	  D.E.,	  Vatner,	   S.F.,	   and	   Abdellatif,	   M.	   (2009).	   Downregulation	   of	   miR-­‐199a	  derepresses	   hypoxia-­‐inducible	   factor-­‐1alpha	   and	   Sirtuin	   1	   and	  recapitulates	  hypoxia	  preconditioning	   in	  cardiac	  myocytes.	  Circ	  Res	  104,	  879-­‐886.	  Rao,	  K.M.K.	   (2001).	  MAP	  kinase	  activation	   in	  macrophages.	   J	  Leukoc	  Biol	  69,	  3-­‐10.	  Raschke,	  W.C.,	  Baird,	  S.,	  Ralph,	  P.,	  and	  Nakoinz,	  I.	  (1978).	  Functional	  macrophage	  cell	  lines	  transformed	  by	  Abelson	  leukemia	  virus.	  Cell	  15,	  261-­‐267.	  Reeves,	   E.P.,	   Lu,	   H.,	   Jacobs,	   H.L.,	   Messina,	   C.G.,	   Bolsover,	   S.,	   Gabella,	   G.,	   Potma,	  E.O.,	   Warley,	   A.,	   Roes,	   J.,	   and	   Segal,	   A.W.	   (2002).	   Killing	   activity	   of	  neutrophils	  is	  mediated	  through	  activation	  of	  proteases	  by	  K+	  flux.	  Nature	  
416,	  291-­‐297.	  Regan,	   T.,	   Nally,	   K.,	   Carmody,	   R.,	   Houston,	   A.,	   Shanahan,	   F.,	   MacSharry,	   J.,	   and	  Brint,	   E.	   (2013).	   Identification	   of	   TLR10	   as	   a	   Key	   Mediator	   of	   the	  Inflammatory	  Response	  to	  Listeria	  monocytogenes	  in	  Intestinal	  Epithelial	  Cells	  and	  Macrophages.	  J	  Immunol	  191,	  6084-­‐6092.	  Rehman,	   M.U.,	   Jawaid,	   P.,	   Yoshihisa,	   Y.,	   Li,	   P.,	   Zhao,	   Q.L.,	   Narita,	   K.,	   Katoh,	   T.,	  Kondo,	  T.,	  and	  Shimizu,	  T.	   (2014).	  Spiruchostatin	  A	  and	  B,	  novel	  histone	  deacetylase	  inhibitors,	  induce	  apoptosis	  through	  reactive	  oxygen	  species-­‐mitochondria	   pathway	   in	   human	   lymphoma	   U937	   cells.	   Chem	   Biol	  Interact	  221,	  24-­‐34.	  Reid,	   R.C.,	   Abbenante,	   G.,	   Taylor,	   S.M.,	   and	   Fairlie,	   D.P.	   (2003).	   A	   Convergent	  Solution-­‐Phase	   Synthesis	   of	   the	  Macrocycle	   Ac-­‐Phe-­‐[Orn-­‐Pro-­‐d-­‐Cha-­‐Trp-­‐Arg],	   a	   Potent	   New	   Antiinflammatory	   Drug.	   The	   Journal	   of	   Organic	  Chemistry	  68,	  4464-­‐4471.	  Reilly,	  C.M.,	  Regna,	  N.,	  and	  Mishra,	  N.	   (2011).	  HDAC	   inhibition	   in	   lupus	  models.	  Molecular	  medicine	  (Cambridge,	  Mass)	  17,	  417-­‐425.	  Reiter,	  E.,	  and	  Lefkowitz,	  R.J.	  (2006).	  GRKs	  and	  beta-­‐arrestins:	  roles	  in	  receptor	  silencing,	   trafficking	   and	   signaling.	   Trends	   in	   endocrinology	   and	  metabolism:	  TEM	  17,	  159-­‐165.	  Ricklin,	  D.,	  Hajishengallis,	  G.,	  Yang,	  K.,	   and	  Lambris,	   J.D.	   (2010).	  Complement:	  a	  key	   system	   for	   immune	   surveillance	   and	   homeostasis.	   Nat	   Immunol	   11,	  785-­‐797.	  
References	  
	  	  	  
204	  
Riedemann,	   N.C.,	   Guo,	   R.F.,	   and	   Ward,	   P.A.	   (2003).	   A	   key	   role	   of	   C5a/C5aR	  activation	  for	  the	  development	  of	  sepsis.	  J	  Leukoc	  Biol	  74,	  966-­‐970.	  Rifai,	  A.,	  and	  Dworkin,	  L.D.	  (2008).	  IgA	  nephropathy:	  markers	  of	  progression	  and	  clues	  to	  pathogenesis.	  Kidney	  Int	  73,	  1338-­‐1340.	  Ritter,	   S.L.,	   and	   Hall,	   R.A.	   (2009).	   Fine-­‐tuning	   of	   GPCR	   activity	   by	   receptor-­‐interacting	  proteins.	  Nat	  Rev	  Mol	  Cell	  Biol	  10,	  819-­‐830.	  Rittirsch,	   D.,	   Flierl,	   M.A.,	   Nadeau,	   B.A.,	   Day,	   D.E.,	   Huber-­‐Lang,	   M.,	   Mackay,	   C.R.,	  Zetoune,	  F.S.,	  Gerard,	  N.P.,	  Cianflone,	  K.,	  Kohl,	   J.,	  et	  al.	   (2008).	  Functional	  roles	  for	  C5a	  receptors	  in	  sepsis.	  Nat	  Med	  14,	  551-­‐557.	  Rittirsch,	  D.,	  Hoesel,	  L.M.,	  and	  Ward,	  P.a.	  (2007).	  The	  disconnect	  between	  animal	  models	  of	  sepsis	  and	  human	  sepsis.	  J	  Leukoc	  Biol	  81,	  137-­‐143.	  Roach,	  J.C.,	  Glusman,	  G.,	  Rowen,	  L.,	  Kaur,	  A.,	  Purcell,	  M.K.,	  Smith,	  K.D.,	  Hood,	  L.E.,	  and	   Aderem,	   A.	   (2005).	   The	   evolution	   of	   vertebrate	   Toll-­‐like	   receptors.	  	  
102.	  Roach,	  T.I.A.,	  Rebres,	  R.A.,	  Fraser,	  I.D.C.,	  DeCamp,	  D.L.,	  Lin,	  K.-­‐M.,	  Sternweis,	  P.C.,	  Simon,	  M.I.,	  and	  Seaman,	  W.E.	  (2008).	  Signaling	  and	  Cross-­‐talk	  by	  C5a	  and	  UDP	  in	  Macrophages	  Selectively	  Use	  PLCβ3	  to	  Regulate	  Intracellular	  Free	  Calcium.	  J	  Biol	  Chem	  283,	  17351-­‐17361.	  Robertson,	   E.D.,	   Semenchenko,	   K.,	   and	   Wasylyk,	   B.	   (2014).	   Crosstalk	   between	  Mdm2,	   p53	   and	   HIF1-­‐alpha:	   distinct	   responses	   to	   oxygen	   stress	   and	  implications	  for	  tumour	  hypoxia.	  Subcell	  Biochem	  85,	  199-­‐214.	  Rocca,	   A.,	   Minucci,	   S.,	   Tosti,	   G.,	   Croci,	   D.,	   Contegno,	   F.,	   Ballarini,	   M.,	   Nolè,	   F.,	  Munzone,	  E.,	  Salmaggi,	  A.,	  Goldhirsch,	  A.,	  et	  al.	  (2009).	  A	  phase	  I–II	  study	  of	   the	   histone	   deacetylase	   inhibitor	   valproic	   acid	   plus	  chemoimmunotherapy	  in	  patients	  with	  advanced	  melanoma.	  Br	  J	  Cancer	  
100,	  28-­‐36.	  Rodgers,	  M.A.,	  Bowman,	   J.W.,	  Fujita,	  H.,	  Orazio,	  N.,	  Shi,	  M.,	  Liang,	  Q.,	  Amatya,	  R.,	  Kelly,	   T.J.,	   Iwai,	   K.,	   Ting,	   J.,	   et	   al.	   (2014).	   The	   linear	   ubiquitin	   assembly	  complex	  (LUBAC)	   is	  essential	   for	  NLRP3	  inflammasome	  activation.	   J	  Exp	  Med	  211,	  1333-­‐1347.	  Rodriguez-­‐Prados,	  J.C.,	  Traves,	  P.G.,	  Cuenca,	  J.,	  Rico,	  D.,	  Aragones,	  J.,	  Martin-­‐Sanz,	  P.,	   Cascante,	   M.,	   and	   Bosca,	   L.	   (2010).	   Substrate	   fate	   in	   activated	  macrophages:	   a	   comparison	   between	   innate,	   classic,	   and	   alternative	  activation.	  J	  Immunol	  185,	  605-­‐614.	  
References	  
	  	  	  
205	  
Roger,	   T.,	   Lugrin,	   J.,	   Le	   Roy,	   D.,	   Goy,	   G.,	   Mombelli,	   M.,	   Koessler,	   T.,	   Ding,	   X.C.,	  Chanson,	   A.-­‐L.,	   Reymond,	   M.K.,	   Miconnet,	   I.,	   et	   al.	   (2011).	   Histone	  deacetylase	   inhibitors	   impair	   innate	   immune	   responses	   to	   Toll-­‐like	  receptor	  agonists	  and	  to	  infection.	  Blood	  117,	  1205-­‐1217.	  Romanov,	   V.S.,	   Pospelov,	   V.A.,	   and	   Pospelova,	   T.V.	   (2012).	   Cyclin-­‐dependent	  kinase	  inhibitor	  p21(Waf1):	  contemporary	  view	  on	  its	  role	  in	  senescence	  and	  oncogenesis.	  Biochemistry	  (Mosc)	  77,	  575-­‐584.	  Rosenberger,	   C.M.,	   and	   Finlay,	   B.B.	   (2002).	   Macrophages	   Inhibit	   Salmonella	  Typhimurium	   Replication	   through	   MEK/ERK	   Kinase	   and	   Phagocyte	  NADPH	  Oxidase	  Activities.	  J	  Biol	  Chem	  277,	  18753-­‐18762.	  Roshick,	   C.,	   Wood,	   H.,	   Caldwell,	   H.D.,	   and	   McClarty,	   G.	   (2006).	   Comparison	   of	  gamma	   interferon-­‐mediated	   antichlamydial	   defense	   mechanisms	   in	  human	  and	  mouse	  cells.	  Infect	  Immun	  74,	  225-­‐238.	  Ross,	   E.M.,	   and	   Wilkie,	   T.M.	   (2000).	   GTPase-­‐activating	   proteins	   for	  heterotrimeric	   G	   proteins:	   regulators	   of	   G	   protein	   signaling	   (RGS)	   and	  RGS-­‐like	  proteins.	  Annu	  Rev	  Biochem	  69,	  795-­‐827.	  Rossol,	  M.,	  Heine,	  H.,	  Meusch,	  U.,	  Quandt,	  D.,	  Klein,	  C.,	  Sweet,	  M.J.,	  and	  Hauschildt,	  S.	   (2011).	   LPS-­‐induced	   cytokine	   production	   in	   human	   monocytes	   and	  macrophages.	  Crit	  Rev	  Immunol	  31,	  379-­‐446.	  Rotili,	  D.,	  Simonetti,	  G.,	  Savarino,	  A.,	  Palamara,	  A.T.,	  Migliaccio,	  A.R.,	  and	  Mai,	  A.	  (2009).	   Non-­‐cancer	   uses	   of	   histone	   deacetylase	   inhibitors:	   effects	   on	  infectious	  diseases	  and	  beta-­‐hemoglobinopathies.	  Curr	  Top	  Med	  Chem	  9,	  272-­‐291.	  Rowe,	  D.C.,	  McGettrick,	  A.F.,	  Latz,	  E.,	  Monks,	  B.G.,	  Gay,	  N.J.,	  Yamamoto,	  M.,	  Akira,	  S.,	   O'Neill,	   L.A.,	   Fitzgerald,	   K.A.,	   and	   Golenbock,	   D.T.	   (2006).	   The	  myristoylation	  of	  TRIF-­‐related	  adaptor	  molecule	  is	  essential	   for	  Toll-­‐like	  receptor	  4	  signal	  transduction.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  103,	  6299-­‐6304.	  Rozen,	  S.,	  and	  Skaletsky,	  H.	  (2000).	  Primer3	  on	  the	  WWW	  for	  general	  users	  and	  for	  biologist	  programmers.	  Methods	  Mol	  Biol	  132,	  365-­‐386.	  Russell,	  G.J.,	  Nagler-­‐Anderson,	  C.,	  Anderson,	  P.,	  and	  Bhan,	  A.K.	  (1993).	  Cytotoxic	  potential	   of	   intraepithelial	   lymphocytes	   (IELs).	   Presence	   of	   TIA-­‐1,	   the	  cytolytic	   granule-­‐associated	   protein,	   in	   human	   IELs	   in	   normal	   and	  diseased	  intestine.	  Am	  J	  Pathol	  143,	  350-­‐354.	  
References	  
	  	  	  
206	  
Ryan,	  Q.C.,	  Headlee,	  D.,	  Acharya,	  M.,	  Sparreboom,	  A.,	  Trepel,	  J.B.,	  Ye,	  J.,	  Figg,	  W.D.,	  Hwang,	   K.,	   Chung,	   E.J.,	   Murgo,	   A.,	   et	   al.	   (2005).	   Phase	   I	   and	  Pharmacokinetic	   Study	   of	   MS-­‐275,	   a	   Histone	   Deacetylase	   Inhibitor,	   in	  Patients	  With	  Advanced	  and	  Refractory	  Solid	  Tumors	  or	  Lymphoma.	  J	  Clin	  Oncol	  23,	  3912-­‐3922.	  Sahni,	   J.,	   Nelson,	   B.,	   and	   Scharenberg,	   Andrew	  M.	   (2007).	   SLC41A2	   encodes	   a	  plasma-­‐membrane	  Mg(2+)	  transporter.	  Biochem	  J	  401,	  505-­‐513.	  Saitoh,	   S.,	   Akashi,	   S.,	   Yamada,	   T.,	   Tanimura,	   N.,	   Kobayashi,	   M.,	   Konno,	   K.,	  Matsumoto,	   F.,	   Fukase,	   K.,	   Kusumoto,	   S.,	   Nagai,	   Y.,	   et	  al.	   (2004).	   Lipid	   A	  antagonist,	   lipid	   IVa,	   is	  distinct	   from	   lipid	  A	   in	   interaction	  with	  Toll-­‐like	  receptor	   4	   (TLR4)-­‐MD-­‐2	   and	   ligand-­‐induced	   TLR4	   oligomerization.	   Int	  Immunol	  16,	  961-­‐969.	  Sanjuan,	   M.a.,	   Dillon,	   C.P.,	   Tait,	   S.W.G.,	   Moshiach,	   S.,	   Dorsey,	   F.,	   Connell,	   S.,	  Komatsu,	  M.,	  Tanaka,	  K.,	  Cleveland,	  J.L.,	  Withoff,	  S.,	  et	  al.	  (2007).	  Toll-­‐like	  receptor	   signalling	   in	   macrophages	   links	   the	   autophagy	   pathway	   to	  phagocytosis.	  Nature	  450,	  1253-­‐1257.	  Sato,	   K.,	   Suematsu,	   A.,	   Okamoto,	   K.,	   Yamaguchi,	   A.,	   Morishita,	   Y.,	   Kadono,	   Y.,	  Tanaka,	  S.,	  Kodama,	  T.,	  Akira,	  S.,	  Iwakura,	  Y.,	  et	  al.	  (2006).	  Th17	  functions	  as	  an	  osteoclastogenic	  helper	  T	  cell	  subset	  that	  links	  T	  cell	  activation	  and	  bone	  destruction.	  J	  Exp	  Med	  203,	  2673-­‐2682.	  Sauer,	  R.S.,	  Hackel,	  D.,	  Morschel,	  L.,	  Sahlbach,	  H.,	  Wang,	  Y.,	  Mousa,	  S.A.,	  Roewer,	  N.,	   Brack,	   A.,	   and	   Rittner,	   H.L.	   (2014).	   Toll	   like	   receptor	   (TLR)-­‐4	   as	   a	  regulator	   of	   peripheral	   endogenous	   opioid-­‐mediated	   analgesia	   in	  inflammation.	  Mol	  Pain	  10,	  10.	  Sayan,	  B.S.,	  Yang,	  A.L.,	  Conforti,	  F.,	  Tucci,	  P.,	  Piro,	  M.C.,	  Browne,	  G.J.,	  Agostini,	  M.,	  Bernardini,	  S.,	  Knight,	  R.A.,	  Mak,	  T.W.,	  et	  al.	  (2010).	  Differential	  control	  of	  TAp73	  and	  DeltaNp73	  protein	  stability	  by	  the	  ring	  finger	  ubiquitin	  ligase	  PIR2.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  107,	  12877-­‐12882.	  Scatizzi,	   J.C.,	  Mavers,	  M.,	  Hutcheson,	   J.,	  Young,	  B.,	   Shi,	  B.,	  Pope,	  R.M.,	  Ruderman,	  E.M.,	   Samways,	   D.S.K.,	   Corbett,	   J.a.,	   Egan,	   T.M.,	   et	   al.	   (2009).	   The	   CDK	  domain	   of	   p21	   is	   a	   suppressor	   of	   IL-­‐1beta-­‐mediated	   inflammation	   in	  activated	  macrophages.	  Eur	  J	  Immunol	  39,	  820-­‐825.	  Schattgen,	   S.A.,	   and	   Fitzgerald,	   K.A.	   (2011).	   The	   PYHIN	   protein	   family	   as	  mediators	  of	  host	  defenses.	  Immunol	  Rev	  243,	  109-­‐118.	  Schauber,	  J.,	  Iffland,	  K.,	  Frisch,	  S.,	  Kudlich,	  T.,	  Schmausser,	  B.,	  Eck,	  M.,	  Menzel,	  T.,	  Gostner,	   A.,	   Luhrs,	   H.,	   and	   Scheppach,	   W.	   (2004).	   Histone-­‐deacetylase	  
References	  
	  	  	  
207	  
inhibitors	   induce	   the	   cathelicidin	   LL-­‐37	   in	   gastrointestinal	   cells.	   Mol	  Immunol	  41,	  847-­‐854.	  Scherer,	   S.W.,	   Cheung,	   J.,	   MacDonald,	   J.R.,	   Osborne,	   L.R.,	   Nakabayashi,	   K.,	  Herbrick,	   J.A.,	   Carson,	   A.R.,	   Parker-­‐Katiraee,	   L.,	   Skaug,	   J.,	   Khaja,	   R.,	   et	   al.	  (2003).	  Human	  chromosome	  7:	  DNA	  sequence	  and	  biology.	  Science	  300,	  767-­‐772.	  Schmidlin,	  F.,	  Amadesi,	  S.,	  Dabbagh,	  K.,	  Lewis,	  D.E.,	  Knott,	  P.,	  Bunnett,	  N.W.,	  Gater,	  P.R.,	   Geppetti,	   P.,	   Bertrand,	   C.,	   and	   Stevens,	   M.E.	   (2002).	   Protease-­‐activated	  receptor	  2	  mediates	  eosinophil	   infiltration	  and	  hyperreactivity	  in	  allergic	  inflammation	  of	  the	  airway.	  Journal	  of	  immunology	  (Baltimore,	  Md	  :	  1950)	  169,	  5315-­‐5321.	  Schoedon,	  G.,	  Schneemann,	  M.,	  Hofer,	  S.,	  Guerrero,	  L.,	  Blau,	  N.,	  and	  Schaffner,	  a.	  (1993).	  Regulation	  of	  the	  L-­‐arginine-­‐dependent	  and	  tetrahydrobiopterin-­‐dependent	  biosynthesis	  of	  nitric	  oxide	  in	  murine	  macrophages.	  European	  journal	  of	  biochemistry	  /	  FEBS	  213,	  833-­‐839.	  Schroder,	  K.,	  Hertzog,	  P.J.,	  Ravasi,	  T.,	   and	  Hume,	  D.A.	   (2004).	   Interferon-­‐	   	   :	   an	  overview	  of	  signals	  ,	  mechanisms	  and	  functions.	  	  75.	  Schroder,	  K.,	  Irvine,	  K.M.,	  Taylor,	  M.S.,	  Bokil,	  N.J.,	  Le	  Cao,	  K.-­‐A.,	  Masterman,	  K.-­‐A.,	  Labzin,	   L.I.,	   Semple,	   C.A.,	   Kapetanovic,	   R.,	   Fairbairn,	   L.,	   et	   al.	   (2012a).	  Conservation	   and	   divergence	   in	   Toll-­‐like	   receptor	   4-­‐regulated	   gene	  expression	  in	  primary	  human	  versus	  mouse	  macrophages.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A.	  Schroder,	  K.,	  Sagulenko,	  V.,	  Zamoshnikova,	  A.,	  Richards,	  A.A.,	  Cridland,	  J.A.,	  Irvine,	  K.M.,	   Stacey,	   K.J.,	   and	   Sweet,	   M.J.	   (2012p).	   Acute	   lipopolysaccharide	  priming	  boosts	  inflammasome	  activation	  independently	  of	  inflammasome	  sensor	  induction.	  Immunobiology	  217,	  1325-­‐1329.	  Schroder,	   K.,	   Sweet,	   M.J.,	   and	   Hume,	   D.A.	   (2006).	   Signal	   integration	   between	  IFNgamma	  and	  TLR	  signalling	  pathways	  in	  macrophages.	  Immunobiology	  
211,	  511-­‐524.	  Schroder,	  K.,	  and	  Tschopp,	  J.	  (2010).	  The	  inflammasomes.	  Cell	  140,	  821-­‐832.	  Schweiger,	  M.,	  Paar,	  M.,	  Eder,	  C.,	  Brandis,	   J.,	  Moser,	  E.,	  Gorkiewicz,	  G.,	  Grond,	  S.,	  Radner,	   F.P.,	   Cerk,	   I.,	   Cornaciu,	   I.,	   et	   al.	   (2012).	   G0/G1	   switch	   gene-­‐2	  regulates	  human	  adipocyte	  lipolysis	  by	  affecting	  activity	  and	  localization	  of	  adipose	  triglyceride	  lipase.	  J	  Lipid	  Res	  53,	  2307-­‐2317.	  
References	  
	  	  	  
208	  
Sekine,	   C.,	   Sugihara,	   T.,	   Miyake,	   S.,	   Hirai,	   H.,	   Yoshida,	   M.,	   Miyasaka,	   N.,	   and	  Kohsaka,	  H.	  (2008).	  Successful	  treatment	  of	  animal	  models	  of	  rheumatoid	  arthritis	   with	   small-­‐molecule	   cyclin-­‐dependent	   kinase	   inhibitors.	   J	  Immunol	  180,	  1954-­‐1961.	  Seok,	  J.,	  Warren,	  H.S.,	  Cuenca,	  A.G.,	  Mindrinos,	  M.N.,	  Baker,	  H.V.,	  Xu,	  W.,	  Richards,	  D.R.,	  McDonald-­‐Smith,	   G.P.,	   Gao,	   H.,	   Hennessy,	   L.,	   et	  al.	   (2013).	   Genomic	  responses	  in	  mouse	  models	  poorly	  mimic	  human	  inflammatory	  diseases.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  110,	  3507-­‐3512.	  Seow,	  V.,	  Lim,	  J.,	  Iyer,	  A.,	  Suen,	  J.Y.,	  Ariffin,	  J.K.,	  Hohenhaus,	  D.M.,	  Sweet,	  M.J.,	  and	  Fairlie,	   D.P.	   (2013).	   Inflammatory	   Responses	   Induced	   by	  Lipopolysaccharide	   Are	   Amplified	   in	   Primary	   Human	   Monocytes	   but	  Suppressed	   in	  Macrophages	  by	  Complement	  Protein	  C5a.	  The	   Journal	  of	  Immunology	  191,	  4308-­‐4316.	  Serbina,	  N.V.,	  and	  Pamer,	  E.G.	   (2006).	  Monocyte	  emigration	   from	  bone	  marrow	  during	   bacterial	   infection	   requires	   signals	   mediated	   by	   chemokine	  receptor	  CCR2.	  Nat	  Immunol	  7,	  311-­‐317.	  Shakespear,	  M.R.,	   Halili,	  M.A.,	   Irvine,	   K.M.,	   Fairlie,	   D.P.,	   and	   Sweet,	  M.J.	   (2011).	  Histone	  deacetylases	  as	  regulators	  of	  inflammation	  and	  immunity.	  Trends	  Immunol	  32,	  335-­‐343.	  Shan,	  L.,	  Xing,	  S.,	  Yang,	  H.C.,	  Zhang,	  H.,	  Margolick,	   J.B.,	  and	  Siliciano,	  R.F.	  (2014).	  Unique	  characteristics	  of	  histone	  deacetylase	  inhibitors	  in	  reactivation	  of	  latent	   HIV-­‐1	   in	   Bcl-­‐2-­‐transduced	   primary	   resting	   CD4+	   T	   cells.	   J	  Antimicrob	  Chemother	  69,	  28-­‐33.	  Shay,	   T.,	   Jojic,	   V.,	   Zuk,	   O.,	   Rothamel,	   K.,	   Puyraimond-­‐Zemmour,	   D.,	   Feng,	   T.,	  Wakamatsu,	  E.,	  Benoist,	  C.,	  Koller,	  D.,	  Regev,	  A.,	  et	  al.	  (2013).	  Conservation	  and	  divergence	  in	  the	  transcriptional	  programs	  of	  the	  human	  and	  mouse	  immune	  systems.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  110,	  2946-­‐2951.	  Sherr,	   C.J.,	   and	   Roberts,	   J.M.	   (1995).	   Inhibitors	   of	   mammalian	   G1	   cyclin-­‐dependent	  kinases.	  Genes	  Dev	  9,	  1149-­‐1163.	  Sica,	   A.,	   and	   Mantovani,	   A.	   (2012).	   Macrophage	   plasticity	   and	   polarization:	   in	  vivo	  veritas.	  J	  Clin	  Invest	  122,	  787-­‐795.	  Sieweke,	   M.H.,	   and	   Allen,	   J.E.	   (2013).	   Beyond	   Stem	   Cells:	   Self-­‐Renewal	   of	  Differentiated	  Macrophages.	  Science	  342.	  
References	  
	  	  	  
209	  
Smit,	   J.J.,	  Monteferrario,	   D.,	   Noordermeer,	   S.M.,	   van	   Dijk,	  W.J.,	   van	   der	   Reijden,	  B.A.,	  and	  Sixma,	  T.K.	  (2012).	  The	  E3	  ligase	  HOIP	  specifies	  linear	  ubiquitin	  chain	  assembly	   through	   its	  RING-­‐IBR-­‐RING	  domain	  and	   the	  unique	  LDD	  extension.	  EMBO	  J	  31,	  3833-­‐3844.	  Smit,	  J.J.,	  and	  Sixma,	  T.K.	  (2014).	  RBR	  E3-­‐ligases	  at	  work.	  EMBO	  Rep	  15,	  142-­‐154.	  Smit,	  J.J.,	  van	  Dijk,	  W.J.,	  El	  Atmioui,	  D.,	  Merkx,	  R.,	  Ovaa,	  H.,	  and	  Sixma,	  T.K.	  (2013).	  Target	  specificity	  of	  the	  E3	  ligase	  LUBAC	  for	  ubiquitin	  and	  NEMO	  relies	  on	  different	  minimal	  requirements.	  J	  Biol	  Chem	  288,	  31728-­‐31737.	  Staab,	   E.B.,	   Sanderson,	   S.D.,	  Wells,	   S.M.,	   and	   Poole,	   J.A.	   (2014).	   Treatment	  with	  the	   C5a	   receptor/CD88	   antagonist	   PMX205	   reduces	   inflammation	   in	   a	  murine	  model	  of	  allergic	  asthma.	  Int	  Immunopharmacol	  21,	  293-­‐300.	  Stacey,	  K.J.,	  Young,	  G.R.,	  Clark,	  F.,	  Sester,	  D.P.,	  Roberts,	  T.L.,	  Naik,	  S.,	  Sweet,	  M.J.,	  and	   Hume,	   D.A.	   (2003).	   The	   molecular	   basis	   for	   the	   lack	   of	  immunostimulatory	   activity	   of	   vertebrate	   DNA.	   J	   Immunol	   170,	   3614-­‐3620.	  Stafford,	   Sian	  L.,	   Bokil,	   Nilesh	  J.,	   Achard,	   Maud	  E.S.,	   Kapetanovic,	   R.,	   Schembri,	  Mark	  A.,	  McEwan,	  Alastair	  G.,	  and	  Sweet,	  Matthew	  J.	  (2013).	  Metal	  ions	  in	  macrophage	  antimicrobial	  pathways:	  emerging	  roles	  for	  zinc	  and	  copper.	  Biosci	  Rep	  33,	  e00049.	  Stanley,	  E.R.,	  and	  Chitu,	  V.	  (2014).	  CSF-­‐1	  receptor	  signaling	  in	  myeloid	  cells.	  Cold	  Spring	  Harb	  Perspect	  Biol	  6.	  Stieglitz,	   B.,	   Morris-­‐Davies,	   A.C.,	   Koliopoulos,	   M.G.,	   Christodoulou,	   E.,	   and	  Rittinger,	   K.	   (2012).	   LUBAC	   synthesizes	   linear	   ubiquitin	   chains	   via	   a	  thioester	  intermediate.	  EMBO	  Rep	  13,	  840-­‐846.	  Stieglitz,	   B.,	   Rana,	   R.R.,	   Koliopoulos,	   M.G.,	   Morris-­‐Davies,	   A.C.,	   Schaeffer,	   V.,	  Christodoulou,	   E.,	   Howell,	   S.,	   Brown,	   N.R.,	   Dikic,	   I.,	   and	   Rittinger,	   K.	  (2013).	  Structural	  basis	  for	  ligase-­‐specific	  conjugation	  of	  linear	  ubiquitin	  chains	  by	  HOIP.	  Nature	  503,	  422-­‐426.	  Stockinger,	  B.,	  and	  Veldhoen,	  M.	   (2007).	  Differentiation	  and	   function	  of	  Th17	  T	  cells.	  Curr	  Opin	  Immunol	  19,	  281-­‐286.	  Stuehr,	   D.J.	   (1999).	   Mammalian	   nitric	   oxide	   synthases.	   Biochim	   Biophys	   Acta	  
1411,	  217-­‐230.	  
References	  
	  	  	  
210	  
Stuehr,	  D.J.,	   and	  Marletta,	  M.a.	   (1985).	  Mammalian	  nitrate	   biosynthesis:	  mouse	  macrophages	  produce	  nitrite	   and	  nitrate	   in	   response	   to	  Escherichia	   coli	  lipopolysaccharide.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  82,	  7738-­‐7742.	  Subramanian,	  S.,	  Tus,	  K.,	  Li,	  Q.-­‐Z.,	  Wang,	  A.,	  Tian,	  X.-­‐H.,	  Zhou,	  J.,	  Liang,	  C.,	  Bartov,	  G.,	  McDaniel,	  L.D.,	  Zhou,	  X.J.,	  et	  al.	  (2006).	  A	  Tlr7	  translocation	  accelerates	  systemic	   autoimmunity	   in	  murine	   lupus.	   Proc	   Natl	   Acad	   Sci	   U	   S	   A	   103,	  9970-­‐9975.	  Sumbayev,	   V.V.	   (2008).	   LPS-­‐induced	   Toll-­‐like	   receptor	   4	   signalling	   triggers	  cross-­‐talk	  of	  apoptosis	  signal-­‐regulating	  kinase	  1	  (ASK1)	  and	  HIF-­‐1alpha	  protein.	  FEBS	  Lett	  582,	  319-­‐326.	  Sun,	  L.,	  and	  Ye,	  R.D.	  (2012).	  Role	  of	  G	  protein-­‐coupled	  receptors	  in	  inflammation.	  Acta	  Pharmacol	  Sin	  33,	  342-­‐350.	  Sun,	   S.,	   Han,	   Y.,	   Liu,	   J.,	   Fang,	   Y.,	   Tian,	   Y.,	   Zhou,	   J.,	   Ma,	   D.,	   and	   Wu,	   P.	   (2014).	  Trichostatin	   A	   targets	   the	   mitochondrial	   respiratory	   chain,	   increasing	  mitochondrial	  reactive	  oxygen	  species	  production	  to	  trigger	  apoptosis	  in	  human	  breast	  cancer	  cells.	  PLoS	  ONE	  9,	  e91610.	  Suzuki,	  S.,	  Kumatori,	  A.,	  Haagen,	  I.A.,	  Fujii,	  Y.,	  Sadat,	  M.A.,	  Jun,	  H.L.,	  Tsuji,	  Y.,	  Roos,	  D.,	   and	   Nakamura,	   M.	   (1998).	   PU.1	   as	   an	   essential	   activator	   for	   the	  expression	   of	   gp91(phox)	   gene	   in	   human	   peripheral	   neutrophils,	  monocytes,	  and	  B	  lymphocytes.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  95,	  6085-­‐6090.	  Taebunpakul,	   P.,	   Sayan,	   B.S.,	   Flinterman,	   M.,	   Klanrit,	   P.,	   Gaken,	   J.,	   Odell,	   E.W.,	  Melino,	   G.,	   and	   Tavassoli,	   M.	   (2012).	   Apoptin	   induces	   apoptosis	   by	  changing	  the	  equilibrium	  between	  the	  stability	  of	  TAp73	  and	  DeltaNp73	  isoforms	  through	  ubiquitin	  ligase	  PIR2.	  Apoptosis	  17,	  762-­‐776.	  Takao,	  K.,	  and	  Miyakawa,	  T.	  (2015).	  Genomic	  responses	  in	  mouse	  models	  greatly	  mimic	  human	  inflammatory	  diseases.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  112,	  1167-­‐1172.	  Takayama,	  G.,	  Ohtani,	  M.,	  Minowa,	  A.,	  Matsuda,	  S.,	  and	  Koyasu,	  S.	  (2013).	  Class	  I	  PI3K-­‐mediated	   Akt	   and	   ERK	   signals	   play	   a	   critical	   role	   in	   FcepsilonRI-­‐induced	  degranulation	  in	  mast	  cells.	  Int	  Immunol	  25,	  215-­‐220.	  Takeda,	  K.,	  and	  Akira,	  S.	  (2004).	  TLR	  signaling	  pathways.	  Semin	  Immunol	  16,	  3-­‐9.	  Takeshita,	   F.,	   Leifer,	   C.A.,	   Gursel,	   I.,	   Ishii,	   K.J.,	   Takeshita,	   S.,	   Gursel,	   M.,	   and	  Klinman,	   D.M.	   (2001).	   Cutting	   edge:	   Role	   of	   toll-­‐like	   receptor	   9	   in	   CpG	  DNA-­‐induced	  activation	  of	  human	  cells.	  J	  Immunol	  167,	  3555-­‐3558.	  
References	  
	  	  	  
211	  
Takeuchi,	   O.,	   and	   Akira,	   S.	   (2010).	   Pattern	   recognition	   receptors	   and	  inflammation.	  Cell	  140,	  805-­‐820.	  Takeuchi,	   O.,	   Kawai,	   T.,	   Muhlradt,	   P.F.,	   Morr,	   M.,	   Radolf,	   J.D.,	   Zychlinsky,	   A.,	  Takeda,	  K.,	   and	  Akira,	  S.	   (2001).	  Discrimination	  of	  bacterial	   lipoproteins	  by	  Toll-­‐like	  receptor	  6.	  Int	  Immunol	  13,	  933-­‐940.	  Takeuchi,	  O.,	  Sato,	  S.,	  Horiuchi,	  T.,	  Hoshino,	  K.,	  Takeda,	  K.,	  Dong,	  Z.Y.,	  Modlin,	  R.L.,	  and	   Akira,	   S.	   (2002).	   Cutting	   edge:	   Role	   of	   Toll-­‐like	   receptor	   1	   in	  mediating	  immune	  response	  to	  microbial	  lipoproteins.	  J	  Immunol	  169,	  10-­‐14.	  Tamoutounour,	   S.,	   Guilliams,	   M.,	   Montanana	   Sanchis,	   F.,	   Liu,	   H.,	   Terhorst,	   D.,	  Malosse,	   C.,	   Pollet,	   E.,	   Ardouin,	   L.,	   Luche,	   H.,	   Sanchez,	   C.,	   et	   al.	   (2013).	  Origins	  and	  functional	  specialization	  of	  macrophages	  and	  of	  conventional	  and	  monocyte-­‐derived	   dendritic	   cells	   in	  mouse	   skin.	   Immunity	  39,	   925-­‐938.	  Tamoutounour,	  S.,	  Henri,	  S.,	  Lelouard,	  H.,	  de	  Bovis,	  B.,	  de	  Haar,	  C.,	  van	  der	  Woude,	  C.J.,	  Woltman,	   A.M.,	   Reyal,	   Y.,	   Bonnet,	   D.,	   Sichien,	   D.,	   et	  al.	   (2012).	   CD64	  distinguishes	  macrophages	  from	  dendritic	  cells	  in	  the	  gut	  and	  reveals	  the	  Th1-­‐inducing	  role	  of	  mesenteric	  lymph	  node	  macrophages	  during	  colitis.	  Eur	  J	  Immunol	  42,	  3150-­‐3166.	  Tang,	   J.,	   Yan,	   H.,	   and	   Zhuang,	   S.	   (2013).	   Histone	   deacetylases	   as	   targets	   for	  treatment	  of	  multiple	  diseases.	  Clin	  Sci	  124,	  651-­‐662.	  Tannahill,	  G.M.,	  Curtis,	  a.M.,	  Adamik,	  J.,	  Palsson-­‐McDermott,	  E.M.,	  McGettrick,	  a.F.,	  Goel,	   G.,	   Frezza,	   C.,	   Bernard,	   N.J.,	   Kelly,	   B.,	   Foley,	   N.H.,	   et	   al.	   (2013).	  Succinate	   is	   an	   inflammatory	   signal	   that	   induces	   IL-­‐1β	   through	   HIF-­‐1α.	  Nature	  496,	  238-­‐242.	  Tasdemir,	  E.,	  Maiuri,	  M.C.,	  Galluzzi,	  L.,	  Vitale,	  I.,	  Djavaheri-­‐Mergny,	  M.,	  D'Amelio,	  M.,	  Criollo,	  A.,	  Morselli,	  E.,	  Zhu,	  C.,	  Harper,	  F.,	  et	  al.	   (2008).	  Regulation	  of	  autophagy	  by	  cytoplasmic	  p53.	  Nat	  Cell	  Biol	  10,	  676-­‐687.	  Tergaonkar,	   V.,	   Pando,	   M.,	   Vafa,	   O.,	   Wahl,	   G.,	   and	   Verma,	   I.	   (2002).	   p53	  stabilization	  is	  decreased	  upon	  NFkappaB	  activation:	  a	  role	  for	  NFkappaB	  in	  acquisition	  of	  resistance	  to	  chemotherapy.	  Cancer	  Cell	  1,	  493-­‐503.	  Terra,	   J.K.,	   Cote,	   C.K.,	   France,	   B.,	   Jenkins,	   A.L.,	   Bozue,	   J.A.,	  Welkos,	   S.L.,	   LeVine,	  S.M.,	   and	   Bradley,	   K.A.	   (2010).	   Cutting	   edge:	   resistance	   to	   Bacillus	  anthracis	   infection	   mediated	   by	   a	   lethal	   toxin	   sensitive	   allele	   of	  Nalp1b/Nlrp1b.	  J	  Immunol	  184,	  17-­‐20.	  
References	  
	  	  	  
212	  
Thomas,	  S.R.,	  Mohr,	  D.,	  and	  Stocker,	  R.	  (1994).	  Nitric	  oxide	  inhibits	  indoleamine	  2,3-­‐dioxygenase	   activity	   in	   interferon-­‐gamma	   primed	   mononuclear	  phagocytes.	  J	  Biol	  Chem	  269,	  14457-­‐14464.	  Tian,	  X.,	  Pascal,	  G.,	  and	  Monget,	  P.	  (2009).	  Evolution	  and	  functional	  divergence	  of	  NLRP	  genes	  in	  mammalian	  reproductive	  systems.	  BMC	  Evol	  Biol	  9,	  202.	  Ting,	   J.P.-­‐Y.,	   Willingham,	   S.B.,	   and	   Bergstralh,	   D.T.	   (2008).	   NLRs	   at	   the	  intersection	  of	  cell	  death	  and	  immunity.	  Nat	  Rev	  Immunol	  8,	  372-­‐379.	  Tokunaga,	   F.,	   and	   Iwai,	   K.	   (2012).	   LUBAC,	   a	   novel	   ubiquitin	   ligase	   for	   linear	  ubiquitination,	   is	   crucial	   for	   inflammation	   and	   immune	   responses.	  Microbes	  Infect	  14,	  563-­‐572.	  Trakala,	  M.,	  Arias,	  C.F.,	  García,	  M.I.,	  Moreno-­‐Ortiz,	  M.C.,	  Tsilingiri,	  K.,	  Fernández,	  P.J.,	   Mellado,	   M.,	   Díaz-­‐Meco,	   M.T.,	   Moscat,	   J.,	   Serrano,	   M.,	   et	   al.	   (2009).	  Regulation	   of	  macrophage	   activation	   and	   septic	   shock	   susceptibility	   via	  p21(WAF1/CIP1).	  Eur	  J	  Immunol	  39,	  810-­‐819.	  Traves,	   P.G.,	   de	   Atauri,	   P.,	  Marin,	   S.,	   Pimentel-­‐Santillana,	  M.,	   Rodriguez-­‐Prados,	  J.C.,	   Marin	   de	   Mas,	   I.,	   Selivanov,	   V.A.,	   Martin-­‐Sanz,	   P.,	   Bosca,	   L.,	   and	  Cascante,	  M.	  (2012).	  Relevance	  of	  the	  MEK/ERK	  signaling	  pathway	  in	  the	  metabolism	   of	   activated	   macrophages:	   a	   metabolomic	   approach.	   J	  Immunol	  188,	  1402-­‐1410.	  Tschopp,	   J.,	   and	   Schroder,	   K.	   (2010).	   NLRP3	   inflammasome	   activation:	   The	  convergence	  of	  multiple	  signalling	  pathways	  on	  ROS	  production?	  Nat	  Rev	  Immunol	  10,	  210-­‐215.	  Tsuchiya,	   S.,	   Yamabe,	  M.,	   Yamaguchi,	   Y.,	   Kobayashi,	   Y.,	   Konno,	   T.,	   and	   Tada,	   K.	  (1980).	  Establishment	  and	  characterization	  of	  a	  human	  acute	  monocytic	  leukemia	  cell	  line	  (THP-­‐1).	  Int	  J	  Cancer	  26,	  171-­‐176.	  Tsutsumi-­‐Ishii,	  Y.,	  Hasebe,	  T.,	  and	  Nagaoka,	   I.	   (2000).	  Role	  of	  CCAAT/enhancer-­‐binding	  protein	  site	  in	  transcription	  of	  human	  neutrophil	  peptide-­‐1	  and	  -­‐3	  defensin	  genes.	  J	  Immunol	  164,	  3264-­‐3273.	  Turman,	   M.A.,	   Yabe,	   T.,	   McSherry,	   C.,	   Bach,	   F.H.,	   and	   Houchins,	   J.P.	   (1993).	  Characterization	  of	  a	  novel	  gene	  (NKG7)	  on	  human	  chromosome	  19	  that	  is	  expressed	  in	  natural	  killer	  cells	  and	  T	  cells.	  Hum	  Immunol	  36,	  34-­‐40.	  Turner,	  J.E.,	  Paust,	  H.J.,	  Steinmetz,	  O.M.,	  and	  Panzer,	  U.	  (2010).	  The	  Th17	  immune	  response	  in	  renal	  inflammation.	  Kidney	  Int	  77,	  1070-­‐1075.	  
References	  
	  	  	  
213	  
Urban,	  J.D.,	  Clarke,	  W.P.,	  von	  Zastrow,	  M.,	  Nichols,	  D.E.,	  Kobilka,	  B.,	  Weinstein,	  H.,	  Javitch,	   J.A.,	   Roth,	   B.L.,	   Christopoulos,	   A.,	   Sexton,	   P.M.,	   et	   al.	   (2007).	  Functional	   selectivity	   and	   classical	   concepts	   of	   quantitative	  pharmacology.	   The	   Journal	   of	   pharmacology	   and	   experimental	  therapeutics	  320,	  1-­‐13.	  Van	  den	  Bossche,	  J.,	  Lamers,	  W.H.,	  Koehler,	  E.S.,	  Geuns,	  J.M.,	  Alhonen,	  L.,	  Uimari,	  A.,	   Pirnes-­‐Karhu,	   S.,	   Van	  Overmeire,	   E.,	  Morias,	   Y.,	   Brys,	   L.,	  et	  al.	   (2012).	  Pivotal	   Advance:	   Arginase-­‐1-­‐independent	   polyamine	   production	  stimulates	   the	   expression	   of	   IL-­‐4-­‐induced	   alternatively	   activated	  macrophage	   markers	   while	   inhibiting	   LPS-­‐induced	   expression	   of	  inflammatory	  genes.	  J	  Leukoc	  Biol	  91,	  685-­‐699.	  van	  Es,	  L.A.,	  de	  Heer,	  E.,	  Vleming,	  L.J.,	  van	  der	  Wal,	  A.,	  Mallat,	  M.,	  Bajema,	  I.,	  Bruijn,	  J.A.,	   and	   de	   Fijter,	   J.W.	   (2008).	   GMP-­‐17-­‐positive	   T-­‐lymphocytes	   in	   renal	  tubules	  predict	  progression	  in	  early	  stages	  of	  IgA	  nephropathy.	  Kidney	  Int	  
73,	  1426-­‐1433.	  van	   Furth,	   R.,	   and	   Cohn,	   Z.A.	   (1968).	   THE	   ORIGIN	   AND	   KINETICS	   OF	  MONONUCLEAR	   PHAGOCYTES.	   The	   Journal	   of	   Experimental	   Medicine	  
128,	  415-­‐435.	  Vanaja,	   S.K.,	   Rathinam,	   V.A.,	   and	   Fitzgerald,	   K.A.	   (2015).	   Mechanisms	   of	  inflammasome	  activation:	  recent	  advances	  and	  novel	  insights.	  Trends	  Cell	  Biol.	  Vande	  Walle,	  L.,	  Van	  Opdenbosch,	  N.,	  Jacques,	  P.,	  Fossoul,	  A.,	  Verheugen,	  E.,	  Vogel,	  P.,	   Beyaert,	   R.,	   Elewaut,	   D.,	   Kanneganti,	   T.D.,	   van	   Loo,	   G.,	   et	   al.	   (2014).	  Negative	  regulation	  of	  the	  NLRP3	  inflammasome	  by	  A20	  protects	  against	  arthritis.	  Nature	  512,	  69-­‐73.	  VanderVen,	   B.C.,	   Yates,	   R.M.,	   and	   Russell,	   D.G.	   (2009).	   Intraphagosomal	  measurement	   of	   the	   magnitude	   and	   duration	   of	   the	   oxidative	   burst.	  Traffic	  10,	  372-­‐378.	  Varol,	   C.,	   Landsman,	   L.,	   Fogg,	   D.K.,	   Greenshtein,	   L.,	   Gildor,	   B.,	   Margalit,	   R.,	  Kalchenko,	  V.,	  Geissmann,	  F.,	  and	   Jung,	  S.	   (2007).	  Monocytes	  give	  rise	   to	  mucosal,	  but	  not	  splenic,	  conventional	  dendritic	  cells.	  J	  Exp	  Med	  204,	  171-­‐180.	  Vasseur,	  E.,	  Boniotto,	  M.,	  Patin,	  E.,	  Laval,	  G.,	  Quach,	  H.,	  Manry,	  J.,	  Crouau-­‐Roy,	  B.,	  and	   Quintana-­‐Murci,	   L.	   (2012).	   The	   evolutionary	   landscape	   of	   cytosolic	  microbial	  sensors	  in	  humans.	  Am	  J	  Hum	  Genet	  91,	  27-­‐37.	  
References	  
	  	  	  
214	  
Veldhoen,	  M.,	  Hocking,	  R.J.,	  Atkins,	  C.J.,	  Locksley,	  R.M.,	  and	  Stockinger,	  B.	  (2006).	  TGFbeta	   in	   the	   context	   of	   an	   inflammatory	   cytokine	  milieu	   supports	   de	  novo	  differentiation	  of	  IL-­‐17-­‐producing	  T	  cells.	  Immunity	  24,	  179-­‐189.	  Venkataraman,	   N.,	   Cole,	   A.L.,	   Ruchala,	   P.,	  Waring,	   A.J.,	   Lehrer,	   R.I.,	   Stuchlik,	   O.,	  Pohl,	   J.,	   and	   Cole,	   A.M.	   (2009).	   Reawakening	   Retrocyclins:	   Ancestral	  Human	  Defensins	  Active	  Against	  HIV-­‐1.	  PLoS	  Biol	  7,	  e1000095.	  Vigushin,	  D.M.,	  Ali,	  S.,	  Pace,	  P.E.,	  Mirsaidi,	  N.,	  Ito,	  K.,	  Adcock,	  I.,	  and	  Coombes,	  R.C.	  (2001).	   Trichostatin	   A	   Is	   a	   Histone	   Deacetylase	   Inhibitor	   with	   Potent	  Antitumor	   Activity	   against	   Breast	   Cancer	   in	   Vivo	   Trichostatin	   A	   Is	   a	  Histone	   Deacetylase	   Inhibitor	   with	   Potent	   Antitumor	   Activity	   against	  Breast	  Cancer	  in	  Vivo	  1.	  971-­‐976.	  Vinuesa,	  C.G.,	  Tangye,	  S.G.,	  Moser,	  B.,	  and	  Mackay,	  C.R.	  (2005).	  Follicular	  B	  helper	  T	  cells	  in	  antibody	  responses	  and	  autoimmunity.	  Nat	  Rev	  Immunol	  5,	  853-­‐865.	  Vojinovic,	   J.,	   and	  Damjanov,	  N.	   (2011).	  HDAC	   inhibition	   in	   rheumatoid	  arthritis	  and	   juvenile	   idiopathic	   arthritis.	  Molecular	  medicine	   (Cambridge,	  Mass)	  
17,	  397-­‐403.	  von	  Kempis,	  J.,	  Torbohm,	  I.,	  Schonermark,	  M.,	  Jahn,	  B.,	  Seitz,	  M.,	  and	  Hansch,	  G.M.	  (1989).	  Effect	  of	  the	  late	  complement	  components	  C5b-­‐9	  and	  of	  platelet-­‐derived	   growth	   factor	   on	   the	   prostaglandin	   release	   of	   human	   synovial	  fibroblast-­‐like	  cells.	  Int	  Arch	  Allergy	  Appl	  Immunol	  90,	  248-­‐255.	  Voo,	   K.S.,	   and	   Skalnik,	   D.G.	   (1999).	   Elf-­‐1	   and	   PU.1	   induce	   expression	   of	  gp91(phox)	   via	   a	   promoter	   element	   mutated	   in	   a	   subset	   of	   chronic	  granulomatous	  disease	  patients.	  Blood	  93,	  3512-­‐3520.	  Vora,	  P.,	  Youdim,	  A.,	  Thomas,	  L.S.,	  Fukata,	  M.,	  Tesfay,	  S.Y.,	  Lukasek,	  K.,	  Michelsen,	  K.S.,	   Wada,	   A.,	   Hirayama,	   T.,	   Arditi,	   M.,	   et	   al.	   (2004).	   β-­‐Defensin-­‐2	  Expression	  Is	  Regulated	  by	  TLR	  Signaling	  in	  Intestinal	  Epithelial	  Cells.	  The	  Journal	  of	  Immunology	  173,	  5398-­‐5405.	  Waga,	   S.,	   Hannon,	   G.J.,	   Beach,	   D.,	   and	   Stillman,	   B.	   (1994).	   The	   p21	   inhibitor	   of	  cyclin-­‐dependent	   kinases	   controls	   DNA	   replication	   by	   interaction	   with	  PCNA.	  Nature	  369,	  574-­‐578.	  Wang,	   D.,	   Malo,	   D.,	   and	   Hekimi,	   S.	   (2010a).	   Elevated	   Mitochondrial	   Reactive	  Oxygen	   Species	   Generation	   Affects	   the	   Immune	   Response	   via	   Hypoxia-­‐Inducible	  Factor-­‐1α	  in	  Long-­‐Lived	  Mclk1+/−	  Mouse	  Mutants.	  The	  Journal	  of	  Immunology	  184,	  582-­‐590.	  
References	  
	  	  	  
215	  
Wang,	  M.,	  Krauss,	   J.L.,	  Domon,	  H.,	  Hosur,	  K.B.,	  Liang,	  S.,	  Magotti,	  P.,	  Triantafilou,	  M.,	  Triantafilou,	  K.,	  Lambris,	  J.D.,	  and	  Hajishengallis,	  G.	  (2010b).	  Microbial	  hijacking	  of	  complement-­‐toll-­‐like	  receptor	  crosstalk.	  Sci	  Signal	  3,	  ra11.	  Wang,	  N.,	  Liang,	  H.,	  and	  Zen,	  K.	  (2014).	  Molecular	  mechanisms	  that	  influence	  the	  macrophage	  m1-­‐m2	  polarization	  balance.	  Front	  Immunol	  5,	  614.	  Wang,	  S.,	  Miura,	  M.,	  Jung,	  Y.K.,	  Zhu,	  H.,	  Li,	  E.,	  and	  Yuan,	  J.	  (1998).	  Murine	  caspase-­‐11,	  an	  ICE-­‐interacting	  protease,	   is	  essential	  for	  the	  activation	  of	  ICE.	  Cell	  
92,	  501-­‐509.	  Wang,	   Y.,	   and	   Colonna,	   M.	   (2014).	   Interkeukin-­‐34,	   a	   cytokine	   crucial	   for	   the	  differentiation	   and	   maintenance	   of	   tissue	   resident	   macrophages	   and	  Langerhans	  cells.	  Eur	  J	  Immunol	  44,	  1575-­‐1581.	  Wang,	   Z.,	   Nie,	   Z.,	   Chen,	   W.,	   Zhou,	   Z.,	   Kong,	   Q.,	   Seth,	   A.K.,	   Liu,	   R.,	   and	   Chen,	   C.	  (2013).	  RNF115/BCA2	  E3	  Ubiquitin	  Ligase	  Promotes	  Breast	  Cancer	  Cell	  Proliferation	   through	  Targeting	   p21(Waf1/Cip1)	   for	  Ubiquitin-­‐Mediated	  Degradation.	  Neoplasia	  (New	  York,	  NY)	  15,	  1028-­‐1035.	  Ward,	   P.A.	   (2012).	   New	   approaches	   to	   the	   study	   of	   sepsis.	   EMBO	  Mol	   Med	   4,	  1234-­‐1243.	  Waterston,	   R.H.,	   Lindblad-­‐Toh,	   K.,	   Birney,	   E.,	   Rogers,	   J.,	   Abril,	   J.F.,	   Agarwal,	   P.,	  Agarwala,	  R.,	  Ainscough,	  R.,	  Alexandersson,	  M.,	  An,	  P.,	  et	  al.	  (2002).	  Initial	  sequencing	  and	  comparative	  analysis	  of	   the	  mouse	  genome.	  Nature	  420,	  520-­‐562.	  Webb,	  J.L.,	  Harvey,	  M.W.,	  Holden,	  D.W.,	  and	  Evans,	  T.J.	  (2001).	  Macrophage	  Nitric	  Oxide	   Synthase	   Associates	   with	   Cortical	   Actin	   but	   Is	   Not	   Recruited	   to	  Phagosomes	  Macrophage	  Nitric	  Oxide	   Synthase	  Associates	  with	   Cortical	  Actin	  but	  Is	  Not	  Recruited	  to	  Phagosomes.	  	  69.	  Wei,	  S.,	  Nandi,	  S.,	  Chitu,	  V.,	  Yeung,	  Y.G.,	  Yu,	  W.,	  Huang,	  M.,	  Williams,	  L.T.,	  Lin,	  H.,	  and	  Stanley,	  E.R.	  (2010).	  Functional	  overlap	  but	  differential	  expression	  of	  CSF-­‐1	  and	   IL-­‐34	   in	   their	  CSF-­‐1	   receptor-­‐mediated	   regulation	  of	  myeloid	  cells.	  J	  Leukoc	  Biol	  88,	  495-­‐505.	  Welch,	  C.,	   Santra,	  M.K.,	   El-­‐Assaad,	  W.,	   Zhu,	  X.,	  Huber,	  W.E.,	  Keys,	  R.A.,	   Teodoro,	  J.G.,	   and	  Green,	  M.R.	   (2009).	   Identification	   of	   a	   protein,	   G0S2,	   that	   lacks	  Bcl-­‐2	  homology	  domains	  and	  interacts	  with	  and	  antagonizes	  Bcl-­‐2.	  Cancer	  Res	  69,	  6782-­‐6789.	  
References	  
	  	  	  
216	  
Wenzel,	   D.M.,	   and	   Klevit,	   R.E.	   (2012).	   Following	   Ariadne's	   thread:	   a	   new	  perspective	  on	  RBR	  ubiquitin	  ligases.	  BMC	  Biol	  10,	  24.	  Wenzel,	   D.M.,	   Lissounov,	   A.,	   Brzovic,	   P.S.,	   and	   Klevit,	   R.E.	   (2011).	   UBCH7	  reactivity	   profile	   reveals	   parkin	   and	   HHARI	   to	   be	   RING/HECT	   hybrids.	  Nature	  474,	  105-­‐108.	  West,	  A.C.,	  and	   Johnstone,	  R.W.	   (2014).	  New	  and	  emerging	  HDAC	   inhibitors	   for	  cancer	  treatment.	  J	  Clin	  Invest	  124,	  30-­‐39.	  West,	   a.P.,	  Brodsky,	   I.E.,	  Rahner,	  C.,	  Woo,	  D.K.,	  Erdjument-­‐Bromage,	  H.,	  Tempst,	  P.,	  Walsh,	  M.C.,	  Choi,	  Y.,	  Shadel,	  G.S.,	  and	  Ghosh,	  S.	  (2011).	  TLR	  signalling	  augments	   macrophage	   bactericidal	   activity	   through	   mitochondrial	   ROS.	  Nature	  472,	  476-­‐480.	  White,	   C.,	   Lee,	   J.,	   Kambe,	   T.,	   Fritsche,	   K.,	   and	   Petris,	  M.J.	   (2009).	   A	   role	   for	   the	  ATP7A	   copper-­‐transporting	   ATPase	   in	  macrophage	   bactericidal	   activity.	  The	  Journal	  of	  biological	  chemistry	  284,	  33949-­‐33956.	  Wiese,	   M.,	   Gerlach,	   R.G.,	   Popp,	   I.,	   Matuszak,	   J.,	   Mahapatro,	   M.,	   Castiglione,	   K.,	  Chakravortty,	  D.,	  Willam,	  C.,	  Hensel,	  M.,	  Bogdan,	  C.,	  et	  al.	  (2012).	  Hypoxia-­‐mediated	  impairment	  of	  the	  mitochondrial	  respiratory	  chain	  inhibits	  the	  bactericidal	  activity	  of	  macrophages.	  Infect	  Immun	  80,	  1455-­‐1466.	  Woodruff,	   T.M.,	   Crane,	   J.W.,	   Proctor,	   L.M.,	   Buller,	   K.M.,	   Shek,	   A.B.,	   de	   Vos,	   K.,	  Pollitt,	  S.,	  Williams,	  H.M.,	  Shiels,	  I.A.,	  Monk,	  P.N.,	  et	  al.	  (2006).	  Therapeutic	  activity	  of	  C5a	  receptor	  antagonists	  in	  a	  rat	  model	  of	  neurodegeneration.	  The	  FASEB	  Journal	  20,	  1407-­‐1417.	  Wu,	  C.,	  Li,	  A.,	  Leng,	  Y.,	  Li,	  Y.,	  and	  Kang,	  J.	  (2012).	  Histone	  deacetylase	  inhibition	  by	  sodium	  valproate	  regulates	  polarization	  of	  macrophage	  subsets.	  DNA	  Cell	  Biol	  31,	  592-­‐599.	  Wu,	   X.,	   Bayle,	   J.H.,	   Olson,	   D.,	   and	   Levine,	   A.J.	   (1993).	   The	   p53-­‐mdm-­‐2	  autoregulatory	  feedback	  loop.	  Genes	  Dev	  7,	  1126-­‐1132.	  Xaus,	   J.,	   Cardo,	   M.,	   Valledor,	   A.F.,	   Soler,	   C.,	   Lloberas,	   J.,	   and	   Celada,	   A.	   (1999).	  Interferon	   gamma	   induces	   the	   expression	   of	   p21waf-­‐1	   and	   arrests	  macrophage	   cell	   cycle,	   preventing	   induction	   of	   apoptosis.	   Immunity	   11,	  103-­‐113.	  Xu,	  W.S.,	  Parmigiani,	  R.B.,	  and	  Marks,	  P.A.	  (0000).	  Histone	  deacetylase	  inhibitors:	  molecular	  mechanisms	  of	  action.	  Oncogene	  26,	  5541-­‐5552.	  
References	  
	  	  	  
217	  
Xu,	   W.S.,	   Parmigiani,	   R.B.,	   and	   Marks,	   P.A.	   (2007a).	   Histone	   deacetylase	  inhibitors:	  molecular	  mechanisms	  of	  action.	  Oncogene	  26,	  5541-­‐5552.	  Xu,	  Y.,	  Fattah,	  E.A.,	  Liu,	  X.D.,	   Jagannath,	  C.,	  and	  Eissa,	  N.T.	  (2013).	  Harnessing	  of	  TLR-­‐mediated	   autophagy	   to	   combat	   mycobacteria	   in	   macrophages.	  Tuberculosis	  (Edinb)	  93	  Suppl,	  S33-­‐37.	  Xu,	  Y.,	  Jagannath,	  C.,	  Liu,	  X.D.,	  Sharafkhaneh,	  A.,	  Kolodziejska,	  K.E.,	  and	  Eissa,	  N.T.	  (2007b).	   Toll-­‐like	   receptor	   4	   is	   a	   sensor	   for	   autophagy	   associated	  with	  innate	  immunity.	  Immunity	  27,	  135-­‐144.	  Xu,	   Y.,	   Tian,	   Z.,	   and	   Xie,	   P.	   (2014).	   Targeting	   complement	   anaphylatoxin	   C5a	  receptor	  in	  hyperoxic	  lung	  injury	  in	  mice.	  Mol	  Med	  Rep	  10,	  1786-­‐1792.	  Xue,	   J.,	   Schmidt,	   Susanne	  V.,	   Sander,	   J.,	   Draffehn,	   A.,	   Krebs,	   W.,	   Quester,	   I.,	  De	  Nardo,	  D.,	  Gohel,	  Trupti	  D.,	  Emde,	  M.,	  Schmidleithner,	  L.,	  et	  al.	   (2013).	  Transcriptome-­‐Based	   Network	   Analysis	   Reveals	   a	   Spectrum	   Model	   of	  Human	  Macrophage	  Activation.	  Immunity	  40,	  274-­‐288.	  Xue,	  J.,	  Schmidt,	  S.V.,	  Sander,	  J.,	  Draffehn,	  A.,	  Krebs,	  W.,	  Quester,	  I.,	  De	  Nardo,	  D.,	  Gohel,	   T.D.,	   Emde,	   M.,	   Schmidleithner,	   L.,	   et	   al.	   (2014).	   Transcriptome-­‐based	  network	  analysis	  reveals	  a	  spectrum	  model	  of	  human	  macrophage	  activation.	  Immunity	  40,	  274-­‐288.	  Yamamoto,	  M.,	  Sato,	  S.,	  Hemmi,	  H.,	  Sanjo,	  H.,	  Uematsu,	  S.,	  Kaisho,	  T.,	  Hoshino,	  K.,	  Takeuchi,	   O.,	   Kobayashi,	   M.,	   Fujita,	   T.,	   et	   al.	   (2002).	   Essential	   role	   for	  TIRAP	   in	  activation	  of	   the	   signalling	   cascade	  shared	  by	  TLR2	  and	  TLR4.	  Nature	  420,	  324-­‐329.	  Yang,	  C.S.,	   Shin,	  D.M.,	  Kim,	  K.H.,	   Lee,	  Z.W.,	   Lee,	  C.H.,	  Park,	   S.G.,	  Bae,	  Y.S.,	   and	   Jo,	  E.K.	   (2009).	   NADPH	   oxidase	   2	   interaction	   with	   TLR2	   is	   required	   for	  efficient	   innate	   immune	   responses	   to	   mycobacteria	   via	   cathelicidin	  expression.	  J	  Immunol	  182,	  3696-­‐3705.	  Yang,	   J.,	   Zhang,	   L.,	   Yu,	   C.,	   Yang,	   X.-­‐F.,	   and	   Wang,	   H.	   (2014).	   Monocyte	   and	  macrophage	   differentiation:	   circulation	   inflammatory	   monocyte	   as	  biomarker	  for	  inflammatory	  diseases.	  Biomarker	  Research	  2,	  1.	  Yang,	  J.,	  Zhao,	  Y.,	  and	  Shao,	  F.	  (2015).	  Non-­‐canonical	  activation	  of	   inflammatory	  caspases	  by	  cytosolic	  LPS	  in	  innate	  immunity.	  Curr	  Opin	  Immunol	  32c,	  78-­‐83.	  
References	  
	  	  	  
218	  
Yang,	   J.,	   Zhao,	   Y.,	   Shi,	   J.,	   and	   Shao,	   F.	   (2013).	   Human	   NAIP	   and	   mouse	   NAIP1	  recognize	   bacterial	   type	   III	   secretion	   needle	   protein	   for	   inflammasome	  activation.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  110,	  14408-­‐14413.	  Yang,	  X.,	  Lu,	  X.,	  Lombes,	  M.,	  Rha,	  G.B.,	  Chi,	  Y.I.,	  Guerin,	  T.M.,	  Smart,	  E.J.,	  and	  Liu,	  J.	  (2010).	  The	  G(0)/G(1)	  switch	  gene	  2	  regulates	  adipose	  lipolysis	  through	  association	  with	  adipose	  triglyceride	  lipase.	  Cell	  Metab	  11,	  194-­‐205.	  Yang,	   Y.,	   Liu,	   B.,	   Dai,	   J.,	   Srivastava,	   P.K.,	   Zammit,	   D.J.,	   Lefrangois,	   L.,	   and	   Li,	   Z.	  (2007).	   Heat	   shock	   protein	   gp96	   is	   a	   master	   chaperone	   for	   toll-­‐like	  receptors	   and	   is	   important	   in	   the	   innate	   function	   of	   macrophages.	  Immunity	  26,	  215-­‐226.	  Yarovinsky,	  F.,	  Zhang,	  D.,	  Andersen,	   J.F.,	  Bannenberg,	  G.L.,	  Serhan,	  C.N.,	  Hayden,	  M.S.,	  Hieny,	  S.,	  Sutterwala,	  F.S.,	  Flavell,	  R.a.,	  Ghosh,	  S.,	  et	  al.	  (2005a).	  TLR11	  activation	  of	  dendritic	   cells	   by	   a	  protozoan	  profilin-­‐like	  protein.	   Science	  
308,	  1626-­‐1629.	  Yarovinsky,	  F.,	  Zhang,	  D.K.,	  Andersen,	  J.F.,	  Bannenberg,	  G.L.,	  Serhan,	  C.N.,	  Hayden,	  M.S.,	   Hieny,	   S.,	   Sutterwala,	   F.S.,	   Flavell,	   R.A.,	   Ghosh,	   S.,	   et	   al.	   (2005b).	  TLR11	   activation	   of	   dendritic	   cells	   by	   a	   protozoan	   profilin-­‐like	   protein.	  Science	  308,	  1626-­‐1629.	  Yona,	   S.	   (2013).	   Fate	  mapping	   reveals	   origins	   and	  dynamics	   of	  monocytes	   and	  tissue	  macrophages	  under	  homeostasis.	  Immunity	  38,	  79	  -­‐	  91.	  Yona,	   S.,	  Kim,	  K.W.,	  Wolf,	   Y.,	  Mildner,	  A.,	  Varol,	  D.,	  Breker,	  M.,	   Strauss-­‐Ayali,	  D.,	  Viukov,	  S.,	  Guilliams,	  M.,	  Misharin,	  A.,	  et	  al.	  (2013).	  Fate	  mapping	  reveals	  origins	   and	   dynamics	   of	   monocytes	   and	   tissue	   macrophages	   under	  homeostasis.	  Immunity	  38,	  79-­‐91.	  Yoshida,	  R.,	  Imanishi,	  J.,	  Oku,	  T.,	  Kishida,	  T.,	  and	  Hayaishi,	  O.	  (1981).	  Induction	  of	  pulmonary	  indoleamine	  2,3-­‐dioxygenase	  by	  interferon.	  Proc	  Natl	  Acad	  Sci	  U	  S	  A	  78,	  129-­‐132.	  Young,	  D.a.,	   Lakey,	  R.L.,	  Pennington,	  C.J.,	   Jones,	  D.,	  Kevorkian,	  L.,	  Edwards,	  D.R.,	  Cawston,	   T.E.,	   and	   Clark,	   I.M.	   (2005).	   Histone	   deacetylase	   inhibitors	  modulate	  metalloproteinase	   gene	   expression	   in	   chondrocytes	   and	   block	  cartilage	  resorption.	  Arthritis	  Res	  Ther	  7,	  R503-­‐512.	  Yuk,	   J.M.,	  Shin,	  D.M.,	  Lee,	  H.M.,	  Yang,	  C.S.,	   Jin,	  H.S.,	  Kim,	  K.K.,	  Lee,	  Z.W.,	  Lee,	  S.H.,	  Kim,	   J.M.,	   and	   Jo,	   E.K.	   (2009).	   Vitamin	   D3	   induces	   autophagy	   in	   human	  monocytes/macrophages	  via	  cathelicidin.	  Cell	  Host	  Microbe	  6,	  231-­‐243.	  
References	  
	  	  	  
219	  
Zaiou,	   M.,	   and	   Gallo,	   R.L.	   (2002).	   Cathelicidins,	   essential	   gene-­‐encoded	  mammalian	  antibiotics.	   Journal	  of	  molecular	  medicine	  (Berlin,	  Germany)	  
80,	  549-­‐561.	  Zandbergen,	  F.,	  Mandard,	  S.,	  Escher,	  P.,	  Tan,	  N.S.,	  Patsouris,	  D.,	   Jatkoe,	  T.,	  Rojas-­‐Caro,	  S.,	  Madore,	  S.,	  Wahli,	  W.,	  Tafuri,	  S.,	  et	  al.	   (2005).	  The	  G0/G1	  switch	  gene	  2	  is	  a	  novel	  PPAR	  target	  gene.	  Biochem	  J	  392,	  313-­‐324.	  Zanetti,	   M.	   (2005).	   The	   role	   of	   cathelicidins	   in	   the	   innate	   host	   defenses	   of	  mammals.	  Curr	  Issues	  Mol	  Biol	  7,	  179-­‐196.	  Zanetti,	  M.,	  and	  Gennaro,	  R.	  (1995).	  Cathelicidins	  :	  a	  novel	  protein	  family	  with	  a	  common	   proregion	   and	   a	   variable	   C-­‐terminal	   antimicrobial	   domain	  Margherita	  Zanetti	  a	  '	  b	  '*,	  Renato	  Gennaro	  b	  ,	  D	  o	  m	  e	  n	  i	  c	  o.	  	  374,	  1-­‐5.	  Zawada,	   A.	   (2012).	   Monocyte	   heterogeneity	   in	   human	   cardiovascular	   disease.	  Immunobiology	  217,	  1273	  -­‐	  1284.	  Zhang,	  C.,	  Li,	  Y.,	  Wang,	  C.,	  Wu,	  Y.,	  and	  Du,	  J.	  (2014).	  Antagonist	  of	  C5aR	  prevents	  cardiac	   remodeling	   in	   angiotensin	   II-­‐induced	   hypertension.	   Am	   J	  Hypertens	  27,	  857-­‐864.	  Zhang,	  D.,	  Zhang,	  G.,	  Hayden,	  M.S.,	  Greenblatt,	  M.B.,	  Bussey,	  C.,	  Flavell,	  R.A.,	  and	  Ghosh,	   S.	   (2004a).	   A	   toll-­‐like	   receptor	   that	   prevents	   infection	   by	  uropathogenic	  bacteria.	  Science	  303,	  1522-­‐1526.	  Zhang,	  D.K.,	   Zhang,	   G.L.,	   Hayden,	  M.S.,	   Greenblatt,	  M.B.,	   Bussey,	   C.,	   Flavell,	   R.A.,	  and	   Ghosh,	   S.	   (2004c).	   A	   toll-­‐like	   receptor	   that	   prevents	   infection	   by	  uropathogenic	  bacteria.	  Science	  303,	  1522-­‐1526.	  Zhang,	   W.,	   Petrovic,	   J.M.,	   Callaghan,	   D.,	   Jones,	   A.,	   Cui,	   H.,	   Howlett,	   C.,	   and	  Stanimirovic,	  D.	  (2006).	  Evidence	  that	  hypoxia-­‐inducible	  factor-­‐1	  (HIF-­‐1)	  mediates	   transcriptional	   activation	   of	   interleukin-­‐1beta	   (IL-­‐1beta)	   in	  astrocyte	  cultures.	  J	  Neuroimmunol	  174,	  63-­‐73.	  Zhang,	   X.,	   Kimura,	   Y.,	   Fang,	   C.,	   Zhou,	   L.,	   Sfyroera,	   G.,	   Lambris,	   J.D.,	  Wetsel,	   R.a.,	  Miwa,	   T.,	   and	   Song,	   W.-­‐C.	   (2007).	   Regulation	   of	   Toll-­‐like	   receptor-­‐mediated	  inflammatory	  response	  by	  complement	  in	  vivo.	  Blood	  110,	  228-­‐236.	  Zhang,	  X.,	  Laubach,	  V.E.,	  Alley,	  E.W.,	  Edwards,	  K.A.,	   Sherman,	  P.A.,	  Russell,	   S.W.,	  and	  Murphy,	  W.J.	  (1996).	  Transcriptional	  basis	  for	  hyporesponsiveness	  of	  the	   human	   inducible	   nitric	   oxide	   synthase	   gene	   to	  lipopolysaccharide/interferon-­‐gamma.	  J	  Leukoc	  Biol	  59,	  575-­‐585.	  
References	  
	  	  	  
220	  
Zhao,	  X.,	  Carnevale,	  K.a.,	  and	  Cathcart,	  M.K.	  (2003).	  Human	  monocytes	  use	  Rac1,	  not	   Rac2,	   in	   the	   NADPH	   oxidase	   complex.	   The	   Journal	   of	   biological	  chemistry	  278,	  40788-­‐40792.	  Zhao,	  Y.,	  Yang,	  J.,	  Shi,	  J.,	  Gong,	  Y.-­‐N.,	  Lu,	  Q.,	  Xu,	  H.,	  Liu,	  L.,	  and	  Shao,	  F.	  (2011).	  The	  NLRC4	   inflammasome	   receptors	   for	   bacterial	   flagellin	   and	   type	   III	  secretion	  apparatus.	  Nature	  477,	  596-­‐600.	  Zheng,	   Y.,	   Dou,	   Y.,	   Duan,	   L.,	   Cong,	   C.,	   Gao,	   A.,	   Lai,	   Q.,	   and	   Sun,	   Y.	   (2015).	   Using	  chemo-­‐drugs	   or	   irradiation	   to	   break	   immune	   tolerance	   and	   facilitate	  immunotherapy	  in	  solid	  cancer.	  Cell	  Immunol	  294,	  54-­‐59.	  Zhi,	  X.,	  Zhao,	  D.,	  Wang,	  Z.,	  Zhou,	  Z.,	  Wang,	  C.,	  Chen,	  W.,	  Liu,	  R.,	  and	  Chen,	  C.	  (2013).	  E3	   ubiquitin	   ligase	   RNF126	   promotes	   cancer	   cell	   proliferation	   by	  targeting	   the	   tumor	  suppressor	  p21	   for	  ubiquitin-­‐mediated	  degradation.	  Cancer	  Res	  73,	  385-­‐394.	  Zhong,	  Z.,	  Zhai,	  Y.,	  Liang,	  S.,	  Mori,	  Y.,	  Han,	  R.,	  Sutterwala,	  F.S.,	  and	  Qiao,	  L.	  (2013).	  TRPM2	   links	   oxidative	   stress	   to	   NLRP3	   inflammasome	   activation.	   Nat	  Commun	  4,	  1611.	  Zhou,	   Q.,	   and	   Amar,	   S.	   (2007).	   Identification	   of	   signaling	   pathways	   in	  macrophage	   exposed	   to	  Porphyromonas	   gingivalis	   or	   to	   its	   purified	   cell	  wall	  components.	  J	  Immunol	  179,	  7777-­‐7790.	  Zhou,	  R.,	  Tardivel,	  A.,	  Thorens,	  B.,	  Choi,	   I.,	   and	  Tschopp,	   J.	   (2010).	  Thioredoxin-­‐interacting	  protein	  links	  oxidative	  stress	  to	  inflammasome	  activation.	  Nat	  Immunol	  11,	  136-­‐140.	  Ziegler-­‐Heitbrock,	  L.,	  Ancuta,	  P.,	  Crowe,	  S.,	  Dalod,	  M.,	  Grau,	  V.,	  Hart,	  D.N.,	  Leenen,	  P.J.M.,	  Liu,	  Y.-­‐J.,	  MacPherson,	  G.,	  Randolph,	  G.J.,	  et	  al.	  (2010).	  Nomenclature	  of	  monocytes	  and	  dendritic	  cells	  in	  blood,	  Vol	  116.	  Ziegler-­‐Heitbrock,	   L.,	   and	   Hofer,	   T.P.	   (2013).	   Toward	   a	   refined	   definition	   of	  monocyte	  subsets.	  Front	  Immunol	  4,	  23.	  Zimmermann,	   K.C.,	   Bonzon,	   C.,	   and	   Green,	   D.R.	   (2001).	   The	   machinery	   of	  programmed	  cell	  death.	  Pharmacol	  Ther	  92,	  57-­‐70.	  Zinngrebe,	  J.,	  Montinaro,	  A.,	  Peltzer,	  N.,	  and	  Walczak,	  H.	  (2014).	  Ubiquitin	  in	  the	  immune	  system,	  Vol	  15.	  
References	  
	  	  	  
221	  
Zou,	  H.,	  Henzel,	  W.J.,	   Liu,	  X.,	   Lutschg,	  A.,	   and	  Wang,	  X.	   (1997).	  Apaf-­‐1,	   a	  human	  protein	   homologous	   to	   C.	   elegans	   CED-­‐4,	   participates	   in	   cytochrome	   c-­‐dependent	  activation	  of	  caspase-­‐3.	  Cell	  90,	  405-­‐413.	  Zunino,	   R.,	   Schauss,	   A.,	   Rippstein,	   P.,	   Andrade-­‐Navarro,	   M.,	   and	   McBride,	   H.M.	  (2007).	  The	  SUMO	  protease	  SENP5	  is	  required	  to	  maintain	  mitochondrial	  morphology	  and	  function.	  J	  Cell	  Sci	  120,	  1178-­‐1188.	  
	  	  	  	  	  	  	  	  	  	  	  	  	  
APPENDIXES	  
	  	  	  	  	  	  	  
Appendixes	  
	  	  	  
223	  
Appendix	  1	  -­‐	  Supplementary	  Figures	  	  	  
	  
Supplementary	  Figure	  1:	  RNF144B	  mRNA	  is	  LPS-­‐inducible	  in	  both	  GM-­‐CSF-­‐	  
and	  M-­‐CSF-­‐derived	  HMDM.	  	  Human	   monocytes	   were	   differentiated	   with	   either	   1x104	   U/mL	   CSF-­‐1	   or	   10	  ng/mL	  GM-­‐CSF	   into	  HMDM	   for	  7	  days,	   and	  cells	  were	   then	   stimulated	  with	  10	  ng/mL	   LPS	   over	   the	   indicated	   time	   course.	   mRNA	   levels	   of	   RNF144B	   were	  determined	   by	   qPCR.	   Data	   (mean+range,	   combined	   from	   2	   independent	  experiments)	  shows	  fold	  change	  relative	  to	  unstimulated	  controls.	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Supplementary	  Figure	  2:	  qPCR	  analysis	  of	  LPS-­‐,	  Poly(I:C)-­‐	  and	  imiquimod-­‐
regulated	  mRNA	  expression	  of	  RNF144B	  in	  primary	  human	  macrophages.	  	  Relative	  mRNA	  levels	  of	  RNF144B	  were	  determined	  by	  qPCR	  for	  HMDM	  treated	  with	  10	  ng/mL	  LPS,	  30	  μg	  poly	  (I:C)	  or	  20	  μg	  imiquimod	  	  for	  the	  indicated	  time	  course.	  Data	   (mean+SEM)	  shows	   fold	   change	   relative	   to	  unstimulated	  controls,	  and	   is	   combined	   from	   3	   independent	   donors.	   **P≤0.01;	   by	   one-­‐way	   ANOVA	  followed	  by	  Dunnett’s	  Multiple	  Comparison	  test.	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Supplementary	   Figure	   3:	   Protein	   expression	   of	   a	   potential	   alternative	  
isoform	  of	  RNF144B.	  
(A)	  HMDM	  were	  treated	  with	  100	  ng/mL	  LPS	  over	  the	  indicated	  time	  course.	  Cell	  lysates	  were	  harvested	  and	  analysed	  for	  RNF144B	  and	  GAPDH	  protein	  levels	  by	  western	   blotting.	   Data	   are	   from	   one	   experiment,	   and	   are	   representative	   of	   2	  independent	  experiments.	  (B)	  Relative	  levels	  of	  the	  potential	  RNF144B	  isoform	  were	   quantified	   using	   the	   ChemiDoc	   MP	   system.	   Data	   (1	   representative	  experiment)	  shows	  levels	  of	  protein	  normalised	  to	  GAPDH	  levels.	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Supplementary	   Figure	   4:	   The	   promoter	   region	   of	   human	   and	   mouse	  
RNF144B	  is	  conserved,	  but	  has	  distinct	  regulatory	  elements.	  Schematic	   diagram	   showing	   the	   human	   (top)	   and	   mouse	   (bottom)	   RNF144B	  promoters.	   Tags	   per	  millions	   (tpm)	   from	   FANTOM	   3	   and	   5	   CAGE	   analysis	   are	  indicated	  in	  the	  histogram	  plots	  (blue:	  unstimulated	  macrophage	  samples,	  n=11	  for	  human	  and	  n=9	   for	  mouse;	   red:	  LPS-­‐stimulated	  macrophages	  at	  2	  h	   to	  7	  h,	  n=21	  for	  human	  and	  n=11	  for	  mouse;	  black:	  heart	  and	  testis,	  n=6	  for	  human	  and	  n=8	   for	   mouse).	   The	   graphs	   show	   average	   number	   of	   CAGE	   tags/sample	   to	  correct	   for	  differences	   in	  n.	  The	  annotated	  TSS	   from	   the	  Ensembl	  database	   for	  the	  human	  and	  mouse	  genes	  are	   indicated	  by	  solid	  arrows	  and	  6	  bp	  associated	  sequence.	   Transcription	   factor	   binding	   sites	   (indicated	   relative	   to	   Ensembl-­‐annotated	  TSS)	  were	  predicted	  using	  the	  ECR	  browser.	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Supplementary	   Figure	   5:	   Alignment	   of	   the	   amino	   acid	   sequence	   of	  
RNF144B	  and	  HHARI	  and	  the	  predicted	  structure	  of	  RNF144B.	  	  The	   amino	   acid	   sequence	   of	   RNF144B	   was	   analysed	   by	   Swiss	   Model	  	  (http://swissmodel.expasy.org/)	   and	   its	   structure	   predicted	   using	   the	   protein	  structure	   of	   HHARI	   as	   a	   template.	   (A)	   The	   amino	   acid	   sequence	   of	   RNF144B	  aligned	   to	   HHARI.	   Orange	   and	   Purple	   boxes	   indicate	   the	   locations	   of	   residues	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predicted	   to	   co-­‐ordinate	   Zn2+	   within	   the	   RING1	   and	   RING2	   domains.	   (B)	   The	  predicted	  structure	  of	  RNF144B.	  Boxes	  indicate	  where	  the	  residues	  predicted	  to	  co-­‐ordinate	  Zn2+	  (C153,	  C155,	  C156,	  D158,	  H161,	  C166	  within	  RING1	  and	  C219,	  Y221,	  C222	  within	  RING2)	  are	  located	  within	  the	  predicted	  structure.	  Sequence	  in	  bold	  indicates	  alignment	  matched	  with	  HHARI.	  Rectangles	  around	  amino	  acid	  sequences	   indicate	   predicted	   alpha-­‐helix	   secondary	   structure,	   while	   arrows	  indicate	   beta-­‐sheets.	   Regions	   highlighted	   in	   blue	   indicate	   the	   positions	   of	  conserved	  cysteines.	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Appendix	  2	  -­‐	  Standard	  Solutions	  
Solution	   Components	  LIFT	  buffer	   25	  mM	  EDTA,	  0.1%	  azide,	  PBS	  PBS	   	  	   	   	   137	  mM	  NaCl,	  2.7	  mM	  KCl,	  10	  mM	  buffered	  phosphate	  solution	  pH	  7.4	  TBST	   10	  mM	  Tris-­‐HCl	  pH	  8.0,	  150	  mM	  NaCl,	  0.05%	  Tween-­‐20	  MACS	  buffer	   0.5%	  FCS,	  2	  mM	  EDTA	  in	  sterile	  PBS	  MTT	  reagent	  	   	   	   5X	  stock:	  	  5	  mg/mL	  MTT	  (3-­‐(4,5-­‐dimethylthiazol-­‐2-­‐yl)-­‐2,5-­‐	  diphenyltetrazoliumbromide)	  in	  1X	  PBS.	  	  Made	  to	  1X	  in	  complete	  media	  and	  filtered	  with	  0.45	  μM	  Millex-­‐HA	  sterile	  filters	  immediately	  prior	  to	  use.	  Phosphatase	  Inhibitor	   1	  mM	  sodium	  vanadate,	  1	  mM	  sodium	  pyrophosphate,	  1	  mM	  sodium	  molybdate,	  10	  mM	  sodium	  fluoride	  RIPA	  Buffer	   50	  mM	  Tris-­‐HCl	  pH	  7.4,	  150	  mM	  NaCl,	  0.1%	  SDS,	  1%	  Sodium	  Deoxycholate,	  1%	  NP-­‐40	  Western	   Transfer	  Buffer	   10X	  stock:	  	  30.3	  g/L	  Tris,	  144	  g/L	  glycine	  Transfer	  buffer	  was	  diluted	  in	  water	  to	  1X	  working	  solution	  with	  addition	  of	  methanol	  at	  a	  final	  concentration	  of	  10%.	  
Table	  A.1:	  Standard	  solutions	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Appendix	  3	  -­‐	  Review	  Publication	  A	  portion	  of	   the	   following	   review	  published	   in	  Current	  Opinion	   in	  Microbiology	  was	  included	  in	  Chapter	  1	  of	  this	  thesis	  and	  is	  appended	  here	  for	  reference.	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  
Differences in the repertoire, regulation and function of Toll-like
Receptors and inflammasome-forming Nod-like Receptors
between human and mouse
Juliana K Ariffin and Matthew J Sweet
Ilya Metchnikoff’s use of starfish larvae to discover
phagocytosis, and Bruno Lemaitre’s and Jules Hoffmann’s
identification of host defence functions for Drosophila Toll
provide compelling examples of the utility of model organisms
for discovery of human innate immune pathways. Bruce
Beutler’s mapping of lipopolysaccharide non-responsiveness
in C3H/HeJ mice to the Toll-like Receptor 4 gene similarly
highlights the power of the mouse as a model. Models have
limitations however, and characterising the functional
relevance of human innate immune responses not conserved in
the mouse presents both a challenge and an opportunity. Here
we review differences between human and mouse Toll-like
Receptors and inflammasome-forming Nod-like Receptors in
repertoire, regulation and function, highlighting the significance
of these differences for human innate immunity.
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Introduction
As a system designed to maintain homeostasis, the innate
immune system is intimately linked to many disease
processes. Studies of mouse innate immune genes and
pathways have paved the way for the development of new
or emerging therapies, for example, anti-TNFa and anti-
IL-6 therapy for rheumatoid arthritis, and IL-1
antagonists for gout and type II diabetes [1]. Along with
success stories, there are also failures; for severe sepsis/
septic shock, for example, several therapies effective in
the mouse LPS shock model have shown no clinical
benefit or actually increased morbidity and mortality in
humans (Table 1). Such lack of translation reflects many
factors that limit the utility of mouse models in replicating
human sepsis/septic shock. This condition is extremely
heterogeneous, typically involving multiple infectious
agents acting through distinct sites of infection, with
patients varying in genetics, sex, age and time of pres-
entation. In contrast, these variables are usually carefully
controlled for in many mouse sepsis models, for example,
through the use of in-bred mouse strains and defined
infectious agents or bacterial products. However, evol-
utionary differences between humans and mice may also
be a contributing factor to failures in the clinic. Thus,
knowledge of species differences between human and
mouse immunity is vital for understanding limitations of
the mouse model, and for pioneering new therapeutic
approaches that cannot be studied with traditional mouse
models.
Humans and mice diverged from a common ancestor
more than 60 million years ago [2], and there are numer-
ous phenotypic differences between the immune systems
of these species [3]. At a genetic level, phenotypic differ-
ences are driven by evolution of non-orthologous genes
through several mechanisms, as well as divergence in the
functions of orthologous genes (e.g. expression, alterna-
tive splicing, biological roles) [4]. Innate immune genes
are particularly susceptible to evolutionary divergence
[5], consistent with the evolutionary arms race between
host and pathogen. It follows that such differences are
likely important for host defence, and thus infectious and
inflammatory disease processes.
PRRs
The innate immune system recognises invariant
microbial motifs and endogenous molecules that indicate
organismal ‘danger’. The sensing of these pathogen-
associated molecular patterns and danger-associated mol-
ecular patterns by immune cells is facilitated by cell
surface and intracellular pattern recognition receptors
(PRRs) including the Toll-like Receptors (TLRs),
nucleotide-binding oligomerisation domain-like recep-
tors (NLRs), retinoic acid-inducible gene I-like receptors,
C-type lectin receptors and the pyrin and HIN domain-
containing protein receptor family [6,7]. Although the
various PRR families are often conserved across species,
there is substantial species diversity in the repertoire
within individual families [5]. This likely reflects
species-specific receptor expansion and reshuffling,
resulting in parallel evolution and conservation of key
domain architectures due to functional constraints [8].
The TLRs and NLRs are the most widely studied PRRs.
Available online at www.sciencedirect.com
www.sciencedirect.com Current Opinion in Microbiology 2013, 16:303–310
TLRs primarily act by regulating gene expression,
whereas NLRs can have diverse functions including
acting as transcriptional co-activators (CIITA), NF-kB-
activating signalling platforms that are triggered by bac-
terial products such as muramyl dipeptide (NOD1,
NOD2), and initiators of the inflammasome pathway.
Inflammasomes  are large multi-protein complexes that
activate caspase-1-dependent pro-inflammatory cyto-
kine production and cell death, often in co-operation
with the ASC adaptor protein (Apoptosis-associated
Speck-like protein containing a Caspase activation and
recruitment domain (CARD)). Below, we review recent
studies highlighting differences between human and
mouse in the repertoire, regulation or function of TLRs
and inflammasome-forming NLRs. In doing so, we
acknowledge that the majority of genetic and functional
analyses of these PRRs in the mouse utilise the C57Bl/6
in-bred strain, and that some apparent ‘species differ-
ences’ may actually reflect in-bred mouse strain vari-
ation. Because of space limitations, we do not cover other
PRR families or the many other innate immune gene
families with documented differences between these
species.
Human:mouse differences arising from
distinct TLR repertoires
The human genome contains ten functional TLRs
(TLR1–10), whereas the mouse genome contains 12
(Tlr1–9, Tlr11–13) [9]. TLR10 is present in human but
is a pseudogene in mouse, whilst Tlr11, 12 and 13 are
present in mouse but are represented by a pseudogene in
human [9,10]. Like TLR1/2, TLR10/2 senses triacylated
lipopeptides, but this receptor complex does not trigger
conventional TLR signalling programs in response to
these ligands [10]. Thus, although both mouse and
human cells can respond to triacylated lipopeptides, there
are likely to be differences in signalling and gene expres-
sion outputs, at least in B cells and plasmacytoid dendritic
cells where TLR10 is expressed. Differences in the TLR
repertoire may also permit species-specific pathogen
recognition, for example, uropathogenic Escherichia coli
and Toxoplasma gondii recognition by mTlr11 [11,12].
mTlr13 was shown to confer responsiveness to vesicular
stomatitis virus [13], and more recently, to RNA from
Gram-positive bacteria [14,15]. Intriguingly, it detects
a conserved sequence within 23S rRNA, and methylation
of this region confers both bacterial resistance to a group
of antibiotics that includes erythromycin, as well as eva-
sion of detection by Tlr13 [14]. The authors thus
propose that widespread microbial resistance to anti-
biotics, prevalent in ancient times, has led to effective
subversion of this recognition pathway, leading to its loss
from humans. It is of course quite likely that humans and
other Tlr13-devoid species utilise other nucleic acid
sensing TLRs, or perhaps alternative PRRs, to detect
bacterial 23S rRNA.
Orthologous TLRs and human:mouse
differences
Differences in ligand specificity for strict human:mouse
TLR orthologs is common. For example, hTLR8 but not
mTlr8 recognises the imidazoquinoline compound R848
[16], prompting initial speculation that mTlr8 is not
functional. However, mTlr8 does confer responsiveness
to vaccinia virus DNA in murine plasmacytoid dendritic
cells [17], and to the combination of polyT DNA and
hTLR8-activating ligands [18]. Thus, mTlr8 is func-
tional, but displays differences in ligand specificity to
hTLR8. Similarly, mTlr1/2 and mTlr2/6 heterodimers
both detect Aspergillus fumigatus, whereas in humans this
fungal pathogen is detected by TLR1/2, but not TLR2/6
[19]. Differences in ligand specificity between the human
and mouse TLR4/MD2 lipopolysaccharide (LPS) recep-
tor complex also exist [20], which may contribute to the
increased sensitivity of humans to LPS, as compared to
mice.
Differences in cell-specific expression of human:mouse
TLR orthologous are prevalent [21], and it is often the
case that a specific human immune cell population will
respond to a distinct set of TLR ligands to its mouse
counterpart. The same is true for regulated TLR expres-
sion. For example, LPS upregulates mTlr3 and mTlr6
expression in mouse but not in human macrophages
[22,23]. Consequently, LPS priming amplifies mouse
but not human macrophage responses to the TLR2/
TLR6 agonist FSL-1 [22]. Moreover, regulatory diver-
gence is common not only for the TLRs themselves, but
also for their target genes; there is widespread divergence
in LPS/TLR4-regulated expression of orthologous genes
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Table 1
Examples of therapeutic strategies effective in mouse sepsis models but not in subsequent human clinical studies
Therapeutic strategy Outcome of clinical trials References
TNFa blockade No improvement or dose-dependent increase in mortality, though some trials have
also reported beneficial effects in seriously ill septic patients
[52–54]
IL-1 receptor antagonism No significant reduction in mortality in two phase III trials, although a slight increase
in survival rates or survival time was reported in patients with organ dysfunction
and/or 24% risk of mortality
[53,55,56]
Anti-endotoxin Numerous large scale trials conducted, with no consistent therapeutic benefit [53,54]
Nitric oxide synthase inhibition Increased mortality, possibly due to cardiovascular effects, in a phase III trial [57]
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in primary human versus mouse macrophages, and sev-
eral of the divergently regulated genes have key anti-
microbial functions [22] (Table 2). Divergently
regulated genes often encode inputs (e.g. cell surface
receptors) and outputs (e.g. secreted proteins) (Table 2)
[22], predicting substantial functional differences be-
tween human and mouse TLR4 responses. In fact,
deficiencies in the key TLR signalling molecules
MyD88 and IRAK-4, cause susceptibility to a broad
range of pathogens in mice, whereas their loss in humans
results in profound susceptibility to a limited number of
pyogenic bacterial infections, and only in childhood
[24]. Similarly, TLR3 signalling has a restricted anti-
viral role in providing protection against herpes simplex
virus encephalitis in humans [25–27], in contrast to its
much broader functions in the mouse. Thus, TLRs
appear to have a narrower range of protective functions
against infectious diseases in humans, or greater redun-
dancy with other PRR families, as compared to mice.
Nonetheless, these receptors clearly have critical func-
tions in human immunity as evidenced by: first, the
severe susceptibility to specific pathogens that results
from genetic deficiencies in TLR signalling arms
(above); second, the fact that nucleic acid sensing TLRs
have been subjected to strong purifying selection [28],
and the fact that certain TLRs, for example, the TLR10–
TLR1–TLR6 gene cluster, show clear evidence of
positive selection [24,28].
Human:mouse differences arising from
distinct NLR repertoires
Apart from NLRP10, NLR family members contain a
nucleotide-binding domain that is N-terminal to a leucine
rich-repeat domain. NLRs have been partitioned into the
NLRA, NLRB, NLRC, NLRP and NLRX1 subfamilies
on the basis of additional domains [29], or into the NOD,
IPAF and NLRP subfamilies through phylogenetics [30].
NLR genes display species-specific expansion and/or loss
during mammalian evolution [31]; in the case of human
versus mouse, there are 22 hNLR, but >30 mNlr genes.
Interestingly, the divergence in gene repertoire is appar-
ent for the inflammasome-forming NLRP and IPAF sub-
families, rather than the NOD subfamily [30]. Multiple
paralogs of the human gene encoding the IPAF subfamily
member Apoptosis Inhibitory Protein (NAIP) exist in
mouse [32], and hNLRP1, hNLRP4 and hNLRP9 also
share one-to-many orthology relationships with mouse
[29,30]. In contrast, there are no orthologs of hNLRP7,
hNLRP8, hNLRP11 and hNLRP13 in mice. For NLRP8
and NLRP13, this likely reflects the loss of these genes
during rodent evolution, since orthologs are present across
other mammalian species. In the case of NLRP7 and
NLRP11, the absence from mouse reflects primate-
specific evolution; hNLRP7 is thought to have arisen from
duplication of an ancestral NLRP2 gene during primate
evolution, and a similar scenario is likely for hNLRP11,
which is related to hNLRP4 and hNLRP9 [31]. However a
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Table 2
Examples of human:mouse differences in TLR4-regulated expression of mRNAs encoding inputs, outputs and proteins involved in direct
antimicrobial functions. Table based on data from Schroder et al. [22], or references within. Fold regulation of mRNA levels indicates
approximate maximal response over a 24 hour time course, and is primarily based on mRNA expression data available at http://
www.macgate.qfab.org
Human
Gene Name
LPS regulation in human
macrophages
LPS regulation in mouse macrophages Functions in host defence and immunity
NOS2a Not regulated Strongly upregulated (>100 fold) Catalyses production of nitric oxide, a key antimicrobial
effector molecule
LCN2a,c Not regulated Strongly upregulated (>100 fold) Interferes with iron acquisition by bacterial siderophores
CYBBa Not regulated Moderately upregulated (4–5 fold) Component of NADPH oxidase system, required for
phagocytosis-induced ROS production
IDO1a Strongly upregulated
(>1000 fold)
Not regulated Rate limiting enzyme in tryptophan catabolism, providing
a nutrient starvation mechanism of host defence
CYP27B1a Strongly upregulated
(>30 fold)
Not regulated Enzyme required for Vitamin D synthesis, enabling
TLR-inducible expression of the cathelicidin antimicrobial
peptide
P2RX7a,b Moderately upregulated
(10 fold)
Not regulated Purinergic receptor triggering ATP-dependent
inflammasome activation
IL7Rb Strongly upregulated
(>20 fold)
Not regulated Receptor for the IL-7 cytokine
CXCR4b Moderately upregulated
( 5 fold)
Strongly downregulated (10 fold) GPCR/chemokine receptor which senses stromal
cell-derived factor 1
ANGPTL4c Strongly upregulated
(1000 fold)
Not regulated Adipokine linked to glucose and lipid metabolism
CCL20c Strongly upregulated
(750 fold)
Not regulated Chemokine attracting CCR6+ leukocytes, particularly
lymphocytes
a Role in direct antimicrobial pathways.
b Input (e.g. cell surface receptor).
c Output (e.g. secreted molecule).
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recent study has proposed that mNlrp2 is more closely
related to hNLRP7 than hNLRP2 [33]. The authors
therefore argue that an Nlrp7-like gene actually
represents the ancestral gene and that the mNlrp2 anno-
tation is misleading, with mNlrp2/7 or mNlrp2/7-like being
a more appropriate reflection of orthology relationship.
The diversity between human and mouse in the NLR
repertoire predicts functional differences in danger sen-
sing pathways. The specific absence of Nlrp8 and Nlrp13
from rodents indicates that the functions of these genes
must be pursued in the future using human cells, genetic
association studies, and perhaps alternate animal models
to the mouse. A recent study identified an NLRP7
inflammasome triggering ASC-dependent caspase-1 acti-
vation and IL-1b and IL-18 maturation in response to
microbial acylated lipopeptides in human macrophages
[34]. NLRP7 also restricted intracellular growth of
Staphylococcus aureus and Listeria monocytogenes in infected
human macrophages, although NLRP7-dependent pyr-
optosis was not observed [34]. This suggests that
NLRP7 selectively promotes cytokine maturation, but
not cell death. The lack of a direct murine homolog
implies either that this pathway to IL-1/IL-18 processing
and intracellular pathogen control is absent in mice, or
that an alternative PRR fulfills this role. Given its phy-
logenetic relationship with hNLRP7, one candidate for a
functional equivalent is mNlrp2. Other investigators
have reported roles for NLRP7 in negatively regulating
inflammasome function by inhibiting pro-IL-1b syn-
thesis, but promoting LPS-induced  IL-1b and TNFa
secretion; human NLRP7 mutations cause recurrent
hydatidiform moles and peripheral blood mononuclear
cells from these patients secreted reduced amounts of
IL-1b and TNFa in response to LPS [35,36]. However,
Khare et al. [34] have shown that, in the absence of IL-1
signalling, knockdown of NLRP7 in human macro-
phages did not affect TNFa and IL-6 secretion in
response to a crude LPS preparation, which signals via
both TLR2 and TLR4. Thus, the exact role of NLPR7
in regulating TLR4 and other TLR responses requires
further investigation. At present, little is known of the
other primate-specific NLR, NLRP11, although it has
been linked with susceptibility to Crohn’s Disease [37].
Future studies on these two NLRs are likely to yield
important insights into human innate immunity. There
are also several primate-specific negative regulators of
inflammasomes, suggesting that there has been selective
pressure to ensure tight control of inflammasome func-
tion in human. One example is the Pyrin-only protein 2
(POP2), an inhibitor of ASC-dependent inflammasome
activation. POP2 is present in Old World primates but
appears to be absent from New World primates, indi-
cating that it likely emerged as a functional gene less
than 40 million years ago [33]. Hence, some mechan-
isms for limiting inflammasome activation are absent in
the mouse.
Multiple mouse Naip family members promote Nlrc4
inflammasome formation by recognition of specific bac-
terial proteins. mNaip5 and mNaip6 recognise flagellin
from several bacterial species, while mNaip2 recognises
inner rod proteins such as Salmonella PrgJ and Burkhol-
deria BsaK of bacterial Type III secretion systems
[38,39]. In contrast, hNAIP does not recognise flagel-
lin or PrgJ; rather it initiates NLRC4 inflammasome
formation by detecting the needle subunit from Type
III secretion systems of various bacteria [39]. However,
all of these bacterial ligands present similar structural
motifs to their cognate receptor. Thus, there appears to be
broad conservation between human NAIP and the mouse
Naips in terms of structural recognition and biological
functions, even though the exact activating ligands and
receptors differ. Nonetheless, the rapid expansion of
mNaip genes may have increased the spectrum of patho-
gens that can be detected by mNlrc4, as compared to
hNLRC4. NLRP1, which contains a C-terminal CARD
that enables ASC-independent inflammasome formation,
provides another example of species differences for
NLRs with a non-1:1 orthology relationship. hNLRP1
contains an N-terminal pyrin domain and its capacity to
activate caspase-1 is enhanced by ASC [40], whilst the
pyrin domain is not present in mNlrp1 proteins. Using a
mouse strain with an activating mutation in Nlrp1a, as
well as mice with a knockout of the entire Nlrp1 locus, a
recent study showed that mNlrp1 acts as a sensor of
haematopoietic progenitor cell stress triggered by che-
motherapy and lymphocytic choriomeningitis virus
[41]. Thus, in humans, ASC may partially contribute
to NLRP1-dependent haematopoietic progenitor cell
responses such as IL-1b maturation, whereas this does
not appear to be the case in mouse.
Orthologous NLRs and human:mouse
differences
Some of the most widely studied NLRs, for example,
NLRP3, NOD1 and NOD2 share 1:1 orthology relation-
ships between human and mouse, but this does not
preclude differences in activation signals or function.
For example, hNLRP3 but not mNlrp3 is activated by
Francisella tularensis [42], whereas both hAIM2 and
mAim2 are able to sense this pathogen [42,43]. Sequence
differences between hNLRP3 and mNlrp3, or pathways
to their activation, are likely responsible and could con-
tribute to species differences in detection of other danger
signals. There are also indications of human:mouse differ-
ences for NLRP10, an NLR that lacks a leucine rich-
repeat domain. This NLR has been reported to nega-
tively regulate inflammasome function in human and
mouse, but through differing mechanisms; hNLRP10
inhibited procaspase-1 and pro-IL-1b processing and
ASC aggregation, while mNlrp10 inhibited IL-1b pro-
duction but not caspase-1 processing and ASC aggrega-
tion [44]. However, recent gene knockout studies do not
support a role for mNlrp10 as a negative regulator of the
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inflammasome; rather, mNlrp10 was required for dendri-
tic cell migration and CD4+ T cell-dependent immune
responses [45]. Interestingly, there is evidence for recent
evolutionary divergence in hNLRP10; this gene has a 2.7-
kb deletion in exon 2, which arose after evolutionary
divergence of humans and chimpanzees [46]. This results
in the loss of 30 amino acids from the C-terminus that are
conserved in other primates, and also generates an
alternative 30UTR. Such differences could confer differ-
ential regulation and function to hNLRP10 as compared
to orthologs in primates, and also mouse. In fact, there is
some evidence of different expression patterns of
NLRP10, as well as other NLR family members, between
human and mouse [47]. Finally, there are also differences
in the regulation of genes implicated in activation of
NLRPs. LPS, a classic priming signal for inflammasome
activation, upregulates the mRNA levels of Syk, Nox1 and
Cybb in primary mouse but not human macrophages [48].
These have been directly implicated, or suggested to be
involved, in the activation of NLRP3. This suggests that
there may be differences in the control points for priming
of NLRP3-dependent inflammasome formation in
human versus mouse.
Conclusions
There are substantial differences in TLRs and inflam-
masome-forming NLRs between humans and mice, ran-
ging from divergence in gene repertoire to differences in
regulation, ligand specificity and function (Figures 1 and
2). These are not presented with the intention of dis-
counting the mouse as a model for human innate immu-
nity. In fact, the ultimate biological outcomes initiated by
specific danger signals are often conserved between
human and mouse, even though the precise TLR/NLR
recognition and/or control mechanisms may differ. Un-
derstanding these differences is important however,
because a comprehension of pathways at the molecular
level is essential for devising new therapeutic strategies
for innate immune-driven disease processes, and for un-
derstanding differences between human and mouse with
respect to the pathogenicity of some microorganisms.
One obvious challenge that lies ahead is to understand
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Human:mouse TLR differences. Mechanisms for differences in TLR repertoire or function between human and mouse are shown. Specific examples
for each mechanism are provided, along with possible functional consequences of these differences.
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the in vivo relevance of human PRR genes or functions
that are not conserved in the mouse. Recent improve-
ments in reconstituting the myeloid compartment in
humanised mice provide one obvious avenue forward
[49,50], as does the utilisation of alternative animal
models [51] in those cases where a particular human
PRR gene or function is conserved in that species.
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The Journal of Immunology
Inflammatory Responses Induced by Lipopolysaccharide Are
Amplified in Primary Human Monocytes but Suppressed in
Macrophages by Complement Protein C5a
Vernon Seow, Junxian Lim, Abishek Iyer, Jacky Y. Suen, Juliana K. Ariffin,
Daniel M. Hohenhaus, Matthew J. Sweet, and David P. Fairlie
Monocytes and macrophages are important innate immune cells equipped with danger-sensing receptors, including complement
and Toll-like receptors. Complement protein C5a, acting via C5aR, is shown in this study to differentially modulate LPS-induced
inflammatory responses in primary human monocytes versus macrophages. Whereas C5a enhanced secretion of LPS-induced IL-6
and TNF from primary human monocytes, C5a inhibited these responses while increasing IL-10 secretion in donor-matched
human monocyte-derived macrophages differentiated by GM-CSF or M-CSF. Gai/c-Raf/MEK/ERK signaling induced by C5a was
amplified in macrophages but not in monocytes by LPS. Accordingly, the Gai inhibitor pertussis toxin and MEK inhibitor U0126
blocked C5a inhibition of LPS-induced IL-6 and TNF production from macrophages. This synergy was independent of IL-10,
PI3K, p38, JNK, and the differentiating agent. Furthermore, C5a did not inhibit IL-6 production from macrophages induced by
other TLR agonists that are selective for Toll/IL-1R domain–containing adapter inducing IFN-b (polyinosinic-polycytidylic acid)
or MyD88 (imiquimod), demonstrating selectivity for C5a regulation of LPS responses. Finally, suppression of proinflammatory
cytokines IL-6 and TNF in macrophages did not compromise antimicrobial activity; instead, C5a enhanced clearance of the
Gram-negative bacterial pathogen Salmonella enterica serovar Typhimurium from macrophages. C5aR is thus a regulatory
switch that modulates TLR4 signaling via the Gai/c-Raf/MEK/ERK signaling axis in human macrophages but not monocytes.
The differential effects of C5a are consistent with amplifying monocyte proinflammatory responses to systemic danger signals, but
attenuating macrophage cytokine responses (without compromising microbicidal activity), thereby restraining inflammatory
responses to localized infections. The Journal of Immunology, 2013, 191: 000–000.
C
omplement is an important cascading network of .30
soluble plasma and insoluble membrane-bound proteins
that cooperate in innate immunity in the recognition,
opsonization, destruction, and removal of pathogens and infected
or damaged cells. Complement activation by classical, alternative,
and lectin pathways and other routes is tightly controlled, pro-
ducing the lytic membrane attack complex, as well as opsonins
such as C3b and proinflammatory anaphylatoxins C3a, C4a, and
C5a. Elevated plasma levels of C5a or its receptor are associated
with inflammatory diseases such as rheumatoid arthritis, inflam-
matory bowel diseases, respiratory distress syndrome, ischemia–
reperfusion injury, and sepsis (1). C5a binds to and signals through
the receptor C5aR (CD88), a class A G protein–coupled rhodopsin-
like receptor (2), and to a second receptor C5L2, which does not
couple G proteins and may be nonsignaling, but may also mod-
ulate C5aR (3, 4). C5aR couples to the pertussis toxin (PTX)–sen-
sitive Gai and in some cells such as monocytes to the PTX-insensitive
Ga16, and it recruits b-arrestins-1,2 to the plasma membrane (1, 5).
C5a activates several downstream signaling pathways, including
Akt, MEK, PI3K, phosphokinase A, phospholipase C (PLC), and
NF-kB (1).
The TLRs are an important family of type I transmembrane
proteins that respond to infectious organisms and danger signals by
initiating inflammatory responses, activating microbial killing and
clearance mechanisms, and priming the adaptive immune response
(6). Of 10 known human TLRs, TLR4 responds to LPS from
Gram-negative bacterial cell walls. TLR4 can signal through two
different pathways dependent on, and modulated by, separate
adaptor proteins MyD88 or Toll/IL-1R domain–containing adapter
inducing IFN-b (TRIF) (7). MyD88 activates IL-1R–associated
kinases (IRAKs) and TNFR-associated factor 6 (TRAF6), as well
as transcription factors NF-kB, AP-1, and IFN regulatory factor 5
(IRF5) further downstream. TRIF signals the induction of type I
IFNs by recruiting TRAF3 and receptor interacting protein 1 (RIP1)
to activate transcription factor IFN regulatory factor 3 (IRF3), NF-kB,
and AP-1. Both MyD88 and TRIF activate AP-1 via downstream
MAPK activation (8), although NF-kB and MAPK activation by
TRIF occurs later than for MyD88 (9).
In the present study, crosstalk between C5aR and TLR4 was
investigated in human monocytes and human monocyte–derived
macrophages (HMDMs) using the respective ligands C5a and
LPS. Crosstalk between different signaling pathways in mam-
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malian cells can result in unexpected and unique functional out-
comes (10). Some pathogens have evolved to evade or exploit host
microbial-killing by targeting C5aR and TLRs specifically. For
example, virulence proteins secreted by Staphylococcus aureus
bind to C5aR with potent antagonist activity, preventing recruit-
ment of phagocytes to sites of infection (11). Porphyromonas
gingivalis exploits the C5aR/TLR2 crosstalk by increasing cAMP
production in macrophages, which suppresses macrophage im-
mune function and enhances pathogen survival (12). Clearly, these
pathogens have evolutionarily adapted to exploit complement/
TLR crosstalk to their advantage. Although C5aR and TLR4
signaling have been separately investigated in many studies, there
is comparatively little reported about their interplay (13). Among
recent reports on C5aR/TLR4 crosstalk, C5a has been found to
downregulate TLR4-induced IL-12 production via PI3K-dependent
(14) and PI3K-independent (15) pathways in mouse macrophages;
to signal via the PI3K-Akt pathway to enhance LPS-induced IL-17F
cytokine production (16); and to suppress LPS-induced IL-17A and
IL-23 cytokine production in mouse macrophages (17). C5a-induced
suppression of the LPS-inducible IL-17A/IL-23 axis was reported
to occur via enhanced IL-10 production and ERK1/2 phosphoryla-
tion. However, most studies reporting C5a modulation of TLR4
signaling had been performed with murine rather than human cells
(18, 19). Some interpretations of human disease mechanisms have
been made based on extrapolating from observations of mouse
studies. However, there are important differences in LPS-induced
TLR4 signaling between humans and mice (20–22), necessitating
careful assessment of C5aR/TLR4 crosstalk in human cells.
Monocytes and macrophages are important cellular mediators
of innate immunity and are targets for C5a and LPS. Some features
of LPS signaling are also distinctly different between human mono-
cytes and macrophages (23). Monocytes act as danger sensors in the
circulation and typically generate a more rapid, heightened inflam-
matory response than do macrophages to danger signals. For exam-
ple, LPS alone can trigger inflammasome activation in monocytes,
whereas an additional activation signal such as ATP is required
in macrophages (24). The present study compares effects of C5a
on LPS responses in primary human monocytes versus donor-
matched macrophages derived through differentiating monocytes
with either GM-CSF or M-CSF. Surprisingly, we found that C5a
differentially modulated LPS responses depending upon the cell
type, that C5a activated the Gai/c-Raf/MEK/ERK axis to selec-
tively downregulate proinflammatory cytokine production from
macrophages but not monocytes, and that effects on macrophages
do not compromise but instead stimulate pathogen killing. Thus, it
is proposed that C5a has distinctly different regulatory effects on
myeloid cell functions during localized versus systemic inflam-
matory responses.
Materials and Methods
Reagents
Recombinant human GM-CSF, M-CSF, and IL-10 were purchased from
PeproTech. LPS from Salmonella enterica (serotype Minnesota RE 595),
U0126 monothanolate, wortmannin, and PTX were purchased from
Sigma-Aldrich. Imiquimod R837 (IMQ) and polyinosinic-polycytidylic
acid (poly(I:C)) were purchased from InvivoGen. Human C5a was pur-
chased from Sino Biological. Goat neutralizing Ab against human IL-10
(AB-217-NA) was purchased from R&D Systems. C5aR antagonist (3D53
also licensed as PMX53) (1, 25) was synthesized and characterized (an-
alytical HPLC, mass spectroscopy, and nuclear magnetic resonance spec-
troscopy) in-house as described (26). Abs against phosphorylated c-Raf
and total c-Raf were purchased from Cell Signaling Technology. All cell
culture reagents were purchased from Invitrogen, and all analytical-grade
chemical reagents were obtained from Sigma-Aldrich, unless otherwise
stated.
Isolation of human monocytes and macrophages
PBMCs were isolated from buffy coats of anonymous donors (Australian
Red Cross Blood Service, Kelvin Grove, QLD, Australia) by density
centrifugation using Ficoll-Paque Plus (GE Healthcare) following the
manufacturer’s instructions. Contaminating erythrocytes were removed by
repeated ice-cold sterile water. CD14+ MACS MicroBeads (Miltenyi
FIGURE 1. C5a acting via C5aR dose-de-
pendently modulates LPS-induced IL-6, TNF,
and IL-10 cytokine production in human mono-
cytes and macrophages (GM-Mf and M-Mf)
via C5aR. (A–C) Human CD14+ monocytes
(gray) and HMDMs (GM-Mf, black; M-Mf,
white) were serum-deprived for at least 8 h be-
fore treatment with LPS (5 ng/ml) in the ab-
sence or presence of various concentration of
C5a (0.03–300 nM) for 24 h. (D–F) For antag-
onism of C5aR, cells were pretreated with 3D53
(1 mM, 30 min) prior to C5a and LPS stimu-
lation. ELISA was used to detect levels of se-
creted (A, D) IL-6, (B, E) TNF, and (C, F) IL-10
in culture media. Error bars are means 6 SEM
of three independent experiments (n = 3). *p ,
0.05, **p , 0.01, ***p , 0.001 by Student t
test.
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Biotec) were used to positively select monocytes from isolated PBMCs
according to the manufacturer’s instructions. CD14+ monocytes were
seeded at 1 3 106 cells/ml in IMDM supplemented with 10% FBS, 100
U/ml penicillin, 100 mg/ml streptomycin, and 2 mM GlutaMAX at 37˚C
in presence of 5% CO2. To generate HMDMs, CD14
+ monocytes were
cultured in the presence of either 10 ng/ml GM-CSF (GM-Mf) or M-CSF
(M-Mf) for at least 6 d.
Quantitative cytokine ELISA
Cells were seeded at 1 3 106 cells/ml and serum-deprived overnight in the
incubator prior to treatment. LPS and C5a treatments were premixed prior
to 24 h stimulation. Cell culture supernatants were collected and cytokine
levels were determined using specific ELISA sets from BD Pharmingen,
according to the manufacturer’s instructions.
Isolation of mRNA and RT-PCR
Total RNA was extracted from cells using an RNeasy Mini Plus kit
(Qiagen), according to the manufacturer’s instructions. Total cellular RNA
(2–10 mg) was reverse transcribed to cDNA using oligo(dT) primer (1 mg)
and SuperScript III (Invitrogen), according to the manufacturer’s instruc-
tions. cDNA samples were stored at 220˚C until further use.
Gene expression analysis by real-time PCR
Gene-specific primers were designed using the free Web-based software
Primer-BLAST (National Center for Biotechnology Information). Quan-
titative real time-PCR was performed using an ABI Prism 7900 real-time
PCR system (Applied Biosystems), cDNA (50 ng), SYBR Green PCR
Master Mix (Applied Biosystems), and gene-specific primers. Relative gene
expression was normalized against 18S rRNA expression and then converted to
fold change against control samples. All samples were analyzed in duplicate.
Primer sequences used are: CD68, 59-TTTGGGTGAGGCGGTTCAG-39 and
39-CCAGTGCTCTCTGCCAGTA-59; 18S, 59-ACCACGGGTGACGGGGA-
ATC-39 and 39-CCGGGTCGGGAGTGGGTAAT-59.
Quantification of MEK1, ERK1/2, p38, and JNK
phosphorylation
Cells were seeded at 4000 cells/well in white ProxiPlate-384 (PerkinElmer)
overnight. On the following day, cells were serum-deprived for 2 h prior
to stimulation with C5a (30 nM), LPS (5 ng/ml), or both over a stated
time course. Alphascreen SureFire assays (PerkinElmer) were performed
according to the manufacturer’s instructions.
Western blot analysis
Equal amounts of total cell lysates (10 mg) were subjected to SDS-PAGE,
transferred to polyvinylidene difluoride membranes, and proteins were
detected using appropriate Abs according to the manufacturer’s instructions.
Bacterial clearance assay
Intracellular survival of Salmonella enterica serovar Typhimurium
(S. Typhimurium) strain SL1344 within HMDMs was monitored in gen-
tamicin exclusion assays (27). M-Mf were seeded at 200,000 cells/well in
penicillin/streptomycin-free media containing M-CSF (10 ng/ml). On the
following day, cells were infected with S. Typhimurium at a multiplicity of
infection (MOI) of 100. One hour after infection, cells were washed with
gentamicin (200 mg/ml) in penicillin/streptomycin-free media and further
incubated (1 h) to kill extracellular bacteria in the same media. Additional
incubations beyond this 2 h time point were carried out in media con-
taining 20 mg/ml gentamicin. At specific time points, cells were washed
twice and lysed with 0.01% Triton X-100 in PBS, after which lysates were
cultured overnight on Luria–Bertani agar. Colony counts were performed
to assess intracellular bacterial loads. The MOI was also confirmed by
plating out inoculum on Luria–Bertani agar plates and performing colony
counts. Treatments with C5a (30 nM) were conducted by cotreatment with
bacteria upon infection. For antagonism assays, cells were pretreated with
the C5a inhibitor 3D53 (1 mM) 30 min prior to infection. 3D53 was also
added back following the washing with gentamicin-containing media.
Statistical analysis
Data were plotted and analyzed using GraphPad Prism version 5.0c for
Mac OS X (GraphPad Software). Statistically significant differences were
assessed using a Student t test for paired comparison. All values of inde-
pendent parameters are shown as means6 SEM of at least three independent
experiments, unless otherwise stated. A p value , 0.05 was considered
statistically significant.
Results
C5a acting via C5aR differentially modulates LPS signaling in
human CD14+ monocytes versus macrophages
In light of recent discoveries linking crosstalk between TLRs and
the complement system as possible control points for regulation
of host defense (13), this study compared C5aR/TLR4 crosstalk
between human monocytes and macrophages, given their different
roles in responding to inflammatory stimuli. C5a decreased
LPS-induced secreted levels of IL-6 and TNF in both GM-Mf
and M-Mf, but it increased the levels of the same proinflammatory
cytokines in monocytes (Fig. 1A, 1B). Alternatively, C5a enhanced
LPS-induced IL-10 production from macrophages, but it had no
effect on this response in monocytes (Fig. 1C). This suggests that
the regulatory effects of C5aR on TLR4 depend on cellular context,
for example differentiation status. Although C5aR mediates C5a-
dependent responses, a second C5a receptor, C5L2, has also been
reported to exhibit anti-inflammatory functions (3, 28). However,
FIGURE 2. Temporal study of C5aR/TLR4 crosstalk in monocytes and
macrophages. Human CD14+ monocytes were differentiated to HMDMs
with either GM-CSF (10 ng/ml) (GM-Mf, black) or M-CSF (10 ng/ml)
(M-Mf, white) in 10% FBS/IMDM during a 6-d time course. Macrophage
marker (A) CD68 gene expression was monitored during differentiation in
the presence of GM-CSF (black) or in the presence of M-CSF (white) on
days 0, 2, 4, and 6. Genes were detected by quantitative RT-PCR, normalized
against 18S rRNA expression, and converted to fold change relative to day 0.
These cells were also treated with LPS (5 ng/ml) with and without C5a (30
nM) for 24 h in 10% FBS/IMDM on days 0, 2, 4, and 6 to monitor sup-
pression by C5a of LPS-induced IL-6 and TNF in HMDMs. ELISAwas used
to detect (B) IL-6, (C) TNF, and (D) IL-10 secreted in culture media. Error
bars are means6 SEM of three independent experiments (n = 3). *p, 0.05,
**p , 0.01, ***p , 0.001 by Student t test.
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the biological roles of C5L2 in inflammation are highly contro-
versial. Our group has previously developed 3D53, a potent, in-
surmountable, and selective antagonist of C5aR that does not bind
C5L2 (1, 29, 30). 3D53 blocked the immunomodulatory effects of
C5a on TLR4 signaling in both macrophages and monocytes (Fig.
1D–F), thus demonstrating that the observed responses of C5a
were mediated via C5aR rather than C5L2.
Temporal study of C5aR/TLR4 crosstalk in HMDMs
To further characterize the phenotypic switch in C5a responsive-
ness during monocyte to macrophage differentiation, time course
experiments were performed. As expected, mRNA levels of the
macrophage marker CD68 were increased after 4 d of differenti-
ation in the presence of either GM-CSF or M-CSF (Fig. 2A). The
suppressive effect of C5a on LPS-induced cytokine production
was apparent by day 4 for TNF, and by day 6 for IL-6 (Fig. 2B,
2C). Increased IL-10 production was also observed by day 4 (Fig.
2D). The suppressive effects of C5a on LPS-induced IL-6 and
TNF production in macrophages correlated with increased C5AR
and TLR4 expression during monocyte to macrophage differentia-
tion (Supplemental Fig. 1A, 1B). Levels of C5AR and TLR4 mRNA
were not affected by C5a treatment, but LPS decreased C5AR ex-
pression by ∼30% (Supplemental Fig. 1C, 1D), consistent with a
previous study (31).
C5a suppresses LPS-induced IL-6 and TNF via Gai- and
MEK-dependent signaling
C5a-dependent C5aR signaling involves coupling to Gai proteins
(5, 32). We used PTX, which specifically interferes with Gai
protein signaling, to investigate whether the blockade of Gai
signaling would reverse inhibition by C5a of TLR4 responses. As
expected, all modulatory effects of C5a on LPS-induced cytokine
production from monocytes and macrophages was sensitive to
PTX (Fig. 3). These results further confirmed involvement of
C5aR and not C5L2 signaling in this crosstalk, as C5aR, but not
C5L2, employs Gai signaling (1, 3). We also pharmacologically
targeted downstream signaling of C5aR signaling and found that
the MEK inhibitor U0126, a selective inhibitor of the ERK pathway
(33), prevented immunomodulation by C5a of LPS-induced IL-6
and TNF production in macrophages, but not monocytes (Fig. 3A,
3B). In monocytes, the enhancement of LPS-induced IL-6 pro-
duction by C5a was altered by the presence of MAPK p38 and
PLCb inhibitors SB203580 and U73122, respectively, whereas the
enhancement of LPS-induced TNF production was affected by
phosphokinase A inhibitor PKI 14-22 (Supplemental Fig. 2A, 2D).
Collectively, these data suggest that C5a-dependent ERK1/2 phos-
phorylation selectively suppresses LPS-induced IL-6 and TNF
production in macrophages. Interestingly, although the literature
suggests that ERK1/2 is involved in TLR-induced IL-10 production
from human macrophages (15, 34), we found in the present study
that C5a enhanced LPS-mediated IL-10 production in an ERK1/2-
independent, but Gai-dependent, manner (Fig. 3C). Similarly,
LPS-induced IL-10 production from monocytes, as well as from
GM-Mf and M-Mf, was ERK-independent (Fig. 3C).
C5a and LPS synergize for Raf/MEK/ERK phosphorylation in
macrophages
The data for PTX and U0126 inhibitors showed that C5a-modulated
suppression of LPS-mediated inflammatory responses was de-
pendent on Gai coupling and MAPK ERK1/2 phosphorylation.
Therefore, we further investigated additional checkpoints in the
signaling pathway between Gai signaling and upstream of ERK
phosphorylation (Gai/Raf/MEK/ERK) signaling cascade to fur-
ther map the crosstalk signaling mechanisms between C5aR and
TLR4. Interestingly, C5a phosphorylated c-Raf only in macro-
phages (both GM-Mf and M-Mf) but not in monocytes (Fig. 4A).
Co-treatment of GM-Mf or M-Mf with LPS and C5a synergis-
tically promoted c-Raf phosphorylation. This synergy was not
observed in monocytes. LPS triggered MEK1 phosphorylation in
macrophages (Fig. 4B). Although C5a and LPS each induced
MEK1 phosphorylation in monocytes and macrophages, the syn-
ergistic effect of LPS and C5a cotreatment was only observed in
FIGURE 3. C5a suppression of LPS-induced IL-6
and TNF in macrophages is sensitive to PTX and
MEKi (U0126) treatment. To inhibit Gai-dependent
interactions, cells were pretreated with PTX (200 ng/ml,
overnight) or, for MEK1/2 inhibition, U0126 (1 mM,
30 min) prior to LPS (5 ng/ml) with and without C5a
(30 nM) stimulation of monocytes (gray) and HMDMs
(GM-Mf, black; M-Mf, white). ELISA was used to
detect (A) IL-6, (B) TNF, and (C) IL-10 secreted cy-
tokines relative to the LPS response (100%) at 24 h
after stimulation. Error bars are means 6 SEM of three
independent experiments (n = 3). *p, 0.05, **p, 0.01,
***p , 0.001 by Student t test.
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macrophages. Consistent with this, cotreatment of GM-Mf or
M-Mf with LPS and C5a synergistically promoted ERK1/2
phosphorylation, whereas this synergy was not observed for
monocytes (Fig. 4C).
C5a and LPS synergize for phosphorylation of ERK1/2 but not
p38 or JNK in macrophages
Because C5a together with LPS potentiates ERK1/2 in macro-
phages, we next investigated the temporal profile of ERK1/2 ac-
tivation together with other MAPKs (p38 and JNK) in response to
C5a versus C5a plus LPS. C5a induced a transient peak in ERK1/2
phosphorylation within 5 min in monocytes (Fig. 5A) and mac-
rophages (Fig. 5B, 5C), but as we previously observed (Fig. 4C),
LPS amplified this response only in macrophages. C5a appeared
to have little or no effect on p38 and JNK phosphorylation (Fig.
5D–I) and did not amplify LPS-mediated activation of these sig-
naling responses. Although LPS at 5 ng/ml concentration induced
p38 and JNK phosphorylation, at the same concentration, LPS did
not stimulate ERK1/2 phosphorylation in HMDMs; however, at
a higher concentration (1 mg/ml), ERK1/2 phosphorylation was
detected after 20 min (Supplemental Fig. 2G). Although there was
no synergistic effect for p38 phosphorylation in monocytes, the
C5a-mediated amplification of LPS-induced IL-6 production
(Supplemental Fig. 2A), but not TNF production (Supplemental
Fig. 2B), from these cells was affected by the p38 inhibitor
SB203580. Furthermore, SB203580 did not block the suppression
by C5a of LPS-induced IL-6 and TNF production in macrophages
(Supplemental Fig. 2B, 2C, 2E, 2F).
C5a-mediated suppression of LPS-induced IL-6 and TNF is
IL-10 and PI3K independent
C5a has been previously reported to enhance LPS-induced IL-10
cytokine production from macrophages (15), and it has also
been reported to suppress IL-17A and IL-23 by enhancing IL-10
production (17). Consistent with such a mechanism, C5a upreg-
ulated LPS-induced IL-10 production from macrophages, but it
did not alter this response in monocytes (Fig. 1C). However, the
ability of the MEK inhibitor to block C5a-mediated suppression of
IL-6 and TNF production, without affecting enhancement of IL-10
production in macrophages, implied that the inhibitory effects on
IL-6 and TNF were IL-10–independent (Fig. 3C). We therefore
examined this hypothesis. LPS-induced IL-6 and TNF production
was suppressed with increasing concentrations of IL-10 (Supple-
mental Fig. 3A, 3B). This is consistent with literature indicating
that IL-10 attenuates IL-6 and TNF production from activated
macrophages (34, 35). A neutralizing Ab against human IL-10
(10 mg/ml) completely blocked the effect of exogenously added
IL-10 (2 ng/ml) in macrophages (Supplemental Fig. 3C, 3D), and
its addition prior to LPS stimulation resulted in increased TNF
production in GM-Mf and M-Mf (Fig. 6B). However, C5a still
suppressed IL-6 and TNF production in the presence of the neu-
tralizing Ab against human IL-10 (Fig. 6A, 6B), thus demon-
strating that the immunomodulation by C5a was independent of
IL-10. Therefore, C5a-enhanced LPS-induced IL-10 production
does not account for the inhibition of inducible IL-6 and TNF
production by C5a. Apart from IL-10, we also found that the
immunomodulation by C5a was also independent of LPS-induced
PI3K signaling in GM-Mf (Fig. 6C, 6D) and in M-Mf (Fig. 6E,
6F). The presence of the pan-PI3K inhibitor wortmannin at the
highest concentration (100 nM) did not abolish C5a-mediated
suppression of LPS-inducible IL-6 and TNF release, although
wortmannin on its own appears to enhance LPS-induced IL-6 and
TNF production from macrophages at 100 nM concentration.
C5a attenuation of LPS-induced IL-6 is selectively TLR4
mediated in macrophages
TLR4 signaling involves two major pathways, the Mal/MyD88-
and the TRAM/TRIF-dependent pathways (7). To determine
whether C5a affected responses through multiple TLRs in primary
human macrophages, poly(I:C) (TLR3 agonist signaling via TRIF)
and IMQ (TLR7 agonist signaling via MyD88) were used. In con-
trast to TLR4 activation by LPS, C5a amplified poly(I:C)-induced
(TRIF-dependent) IL-6 production from GM-Mf (Fig. 7B),
whereas it did not induce detectable levels of this cytokine in
monocytes and M-Mf (Fig. 7A, 7C). In the case of IMQ-induced
(MyD88-dependent) IL-6 production, C5a enhanced this response
in monocytes, as well as in both macrophage populations. C5a
also increased poly(I:C)-induced and IMQ-induced IL-10 pro-
duction in monocytes and M-Mf (Fig. 7D, 7F), but it did not
modulate this response in GM-Mf (Fig. 7E). These results sug-
gest that suppression of inducible IL-6 production by C5a in GM-
Mf and M-Mf is selective for TLR4 signaling.
C5a enhances clearance of S. Typhimurium from HMDMs
There is evidence in support of C5aR/TLR crosstalk being exploited
by some pathogens for host subversion (12, 35). Therefore, the
FIGURE 4. C5a induced Raf/MEK/ERK phosphorylation is amplified in
macrophages but not in monocytes by LPS. To quantify c-Raf, MEK1, and
ERK1/2 phosphorylation, monocytes (gray) GM-Mf (black), and M-Mf
(white) were treated with LPS (5 ng/ml) with and without C5a (30 nM) for
5 min, after which cells were lysed. (A) c-Raf phosphorylation was detected
by Western blot and probed with Abs against phosphorylated c-Raf and total
c-Raf. Bands were visualized by an ECL method and quantified by densi-
tometry measurements of phosphorylated c-Raf normalized with total c-Raf
against control. Levels of phosphorylated (B) MEK1 and (C) ERK1/2 were
measured by AlphaScreen SureFire assays. Error bars are means 6 SEM of
three independent experiments (n = 3). *p , 0.05, **p , 0.01, ***p ,
0.001 by Student t test.
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impact of C5a on the ability of HMDMs to clear S. Typhimurium
was examined. As expected, C5a alone did not have any bacte-
ricidal effect on S. Typhimurium (Fig. 8A). Instead, C5a promoted
the clearance of this bacterial pathogen from M-Mf, an effect that
was reversed by the C5aR antagonist 3D53 (Fig. 8B). In cytotoxicity
assays monitoring lactate dehydrogenase release, infection assay
FIGURE 5. C5a-induced ERK1/2 phosphory-
lation is amplified in macrophages but not mono-
cytes by LPS. To quantify (A–C) ERK1/2, (D–F)
p38, and (G–I) JNK phosphorylation, cells
(monocytes, GM-Mf, and M-Mf) were treated
with LPS (5 ng/ml) with and without C5a (30 nM)
for 10 min, after which cells were lysed. Phos-
phorylated ERK1/2, p38, and JNK were measured
by AlphaScreen SureFire assays. Treatments by
C5a, LPS, or both are represented by broken lines,
dotted lines, and solid lines, respectively. Error
bars are means 6 SEM of three independent
experiments (n = 3). **p , 0.01, ***p , 0.001
by student t test.
FIGURE 6. C5a suppression of LPS-induced IL-6
and TNF in macrophages is IL-10– and PI3K-inde-
pendent. To determine dependency of IL-10, GM-Mf
(black) and M-Mf (white) were pretreated with neu-
tralizing Ab against human IL-10 (10 mg/ml, 30 min),
or for dependency of PI3K signaling, wortmannin (1–
100 nM, pretreated for 1 h) prior to LPS (5 ng/ml) with
and without C5a (30 nM) stimulation, after which (A,
C, E) IL-6 and (B, D, F) TNF production were moni-
tored at 24 h after stimulation. Error bars are means 6
SEM of three independent experiments (n = 3). *p ,
0.05, **p , 0.01, ***p , 0.001 by Student t test.
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supernatants harvested 8 h after infection showed no differences
in macrophage viability irrespective of treatment (DMSO, SLI344,
hC5a, 3D53, or combinations), thereby indicating that reduced
bacterial loads upon C5a treatment were not a result of increased
macrophage death. Thus, C5a enhances human macrophage antimi-
crobial responses while reducing production of key proinflammatory
cytokines from these cells.
Discussion
Most pathogens trigger both complement and TLR activation,
and crosstalk between these two systems could potentially affect
inflammatory and antimicrobial responses in vivo in infectious
disease. However, studies on C5aR/TLR crosstalk have typically
focused on monocytes or macrophages separately. No previously
reported study has directly compared the impact of crosstalk on the
functional responses of primary human monocytes versus donor-
matched human macrophages. The present study has found that
the myeloid differentiation state is an important variable in de-
termining the impact of C5aR/TLR4 crosstalk on inflammatory
responses of human monocytes and macrophages. New findings in
this study suggest that C5a modulates TLR4 signaling in macro-
phages to favor pathogen clearance while simultaneously limiting
excessive inflammatory responses. This control may be important
during localized infections, whereas C5a detection by monocytes
likely acts as an alarm signal that triggers or amplifies inflammatory
responses during systemic infections.
The mechanisms of C5aR/TLR4 crosstalk are complex and
evidently species- and cell type–dependent. In human monocytes,
C5aR signaling has been reported to both downregulate (36) and
upregulate (37) TLR-induced IL-12 production. Although those
studies were performed on similar IFN-g–primed human blood
monocytes, the second signal used to stimulate the cells was
different. C5a suppressed LPS-induced IL-12 production but up-
regulated S. aureus Cowan I–induced IL-12 production. Although
not addressed in either study, the variations reported are likely due
to different TLRs being activated and differentially affected by
C5aR signaling. The present study emphasizes that C5a suppression
of IL-6 production is specific to LPS/TLR4 signaling in human
FIGURE 7. Suppression by C5a of inducible IL-6
production from macrophages is selective for LPS re-
sponses. Human CD14+ monocytes (gray) and HMDMs
(GM-Mf, black; M-Mf, white) were treated with 1)
LPS (TLR4 agonist, 5 ng/ml) with and without C5a
(30 nM) stimulation, 2) poly(I:C) (TLR3 agonist, 10
mg/ml) with and without C5a (30 nM) stimulation, or 3)
IMQ (TLR7 agonist, 10 mg/ml) with and without C5a
(30 nM) stimulation for 24 h in 10% FBS/IMDM.
ELISAwas used to detect (A–C) IL-6 and (D–F) IL-10
secreted in culture media. Error bars are means6 SEM
of three independent experiments (n = 3). *p , 0.05,
**p , 0.01, ***p , 0.001 by Student t test.
FIGURE 8. C5a decreases S. Typhimurium survival
in M-Mf. (A) Growth of S. Typhimurium was monitored
with and without C5a (100 nM) for 7 h. (B) M-Mf
were infected with S. Typhimurium (MOI of 100) with
and without C5a (30 nM). For antagonism of C5aR,
M-Mf were pretreated with 3D53 (1 mM) for 30 min
prior to C5a stimulation. Intramacrophage survival was
assayed at 2 and 8 h after infection. Graph shows a
representative of three independent experiments. Error
bars are means 6 SEM of experimental triplicates.
**p , 0.01, ***p , 0.001 by Student t test.
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macrophages, because IL-6 production is actually boosted by
C5aR crosstalk with other TLRs, such as TLR3 and TLR7. Similarly,
in mouse macrophages, C5a was reported to selectively crosstalk with
TLR4, but not TLR3, in suppressing IL-27 (p28) production (38).
C5a is thus not only a potent chemotactic agent, attracting immune
cells to site of infection or injury, but it also differentially modulates
host immune responses, possibly tailoring them to match a particular
type of infection.
The differentiating agents GM-CSF andM-CSF have differential
effects on macrophage lineage populations, which contribute to
their functional heterogeneity (39). GM-Mf are often considered
as “M1-like” macrophages, whereas M-Mf are classed as “M2-like”
macrophages, according to their cytokine and gene expression
profiles (40, 41). Whereas LPS-induced inflammatory cytokine
production was clearly enhanced in GM-Mf compared with M-Mf
in the present study, C5a exerted a similar suppressive effect on
inflammatory responses in both human macrophage populations.
Thus, the phenotypic switch in C5a responsiveness during monocyte
to macrophage differentiation occurred irrespective of the differ-
entiating agent. In the future, it will be of interest to determine
whether other macrophage-polarizing factors (e.g., IL-4, IgG)
influence the ability of C5a to suppress TLR4-inducible inflam-
matory mediator production. Although the basal levels of C5AR
and TLR4 increased during the course of differentiating mono-
cytes to macrophages, the differences in the expression levels are
unlikely to be the cause of the phenotypic switch in the crosstalk.
First, C5a treatments did not alter C5AR expression levels. Sec-
ond, C5a had opposing effects on inducible cytokine production
when the macrophages were challenged with poly(I:C) or IMQ,
instead of LPS.
The effects ofC5a onTLR4 responseswere PTX-sensitive in both
monocytes and macrophages, suggesting a Gai-sensitive mecha-
nism. C3a can also bind to a PTX-sensitive receptor, C3aR, that can
recruit GaI coupling when activated. Others have shown that C3a
acting on IFN-g–primed macrophages from C5aR2/2mice (14), as
well as other Gai-specific ligands acting on IFN-g–primed human
monocytes (42), can negatively regulate LPS-induced IL-12 pro-
duction. Also, PI3K signaling has been implicated in C5a regula-
tion of LPS signaling. The pan-PI3K inhibitor wortmannin was
reported by la Sala et al. (42) to block the suppression by C5a of
IL-12p70 production, but this was not the case in the study per-
formed by Hawlisch et al. (14). In our study, wortmannin treatment
had no impact on C5a-mediated suppression of LPS-induced IL-6
and TNF production in human macrophages under the conditions
examined. This suggests that the crosstalk is not only tightly reg-
ulated at multiple checkpoints in the signaling cascade, but that it is
also highly dependent on the activation status of the cells.
As shown previously in human neutrophils, C5a can activate the
Raf/MEK/ERK signaling cascade either directly via Gai activation
or indirectly via Gbϒ/PLCb/PKC pathways (32, 43). We found
that C5a-mediated suppression of LPS-induced IL-6 and TNF was
independent of PLCb signaling (Supplemental Fig. 2). Although
C5a rapidly phosphorylated ERK1/2 in both monocytes and mac-
rophages, consistent with the literature (14, 15), only in macrophages
did C5a increase c-Raf phosphorylation in the presence of LPS,
leading to a further downstream increase in phosphorylation of
MEK and ERK. Because LPS and C5a did not synergize to alter
other MAPKs (p38 and JNK) in monocytes and macrophages, we
attribute the differences in monocytes and macrophages to the
activation of the Gai/c-Raf/MEK/ERK pathway by C5a with LPS
in macrophages versus monocytes.
Low concentrations of LPS failed to stimulate ERK phospho-
rylation. However, only high concentrations of LPS triggered
delayed ERK1/2 activation (20 min after stimulation) by com-
parison with the C5a response, which occurs within 5 min. The
MAP3K tumor progression locus 2 is essential for activation of
ERK1/2 by multiple TLRs, including TLR4, in macrophages (44).
Consistent with this, we observed that LPS triggered MEK1 phos-
phorylation in macrophages independently of activation of another
MAP3K, c-Raf. ERK activation can produce different results,
depending on the stimulus and cell types, especially when com-
paring primary cells versus laboratory cultured cell lines (45). C5a
enhanced ERK1/2 activation in rat neutrophils, and this was as-
sociated with an increase in IL-6 production (46). This contrasts
with our present findings for human macrophages. Complement-
mediated ERK1/2 activation also inhibited IL-12 production in
human monocytes and mouse macrophages (14, 42), whereas the
opposite was observed in mouse dendritic cells (47). Such re-
ported variations in effects of C5a on LPS responses reinforce the
view that observations of complement-mediated effects on TLR
signaling are likely to not only be cell- and species-specific, but
also to vary with the inflammatory readout being monitored.
In summary, in this study we have identified C5aR as a regula-
tory switch that modulates LPS/TLR4 signaling via the Gai/c-Raf/
MEK/ERK signaling axis in primary human macrophages, but not
in monocytes. Extrapolating data from mice to humans, although
convenient, is often not appropriate (48). Regulatory mechanisms
involved in C5aR/TLR4 crosstalk that were previously reported
in mouse studies may not be conserved in humans. Differential
effects of C5a on monocytes versus macrophages have been dem-
onstrated in this study, consistent with a need to either amplify
monocyte proinflammatory responses during systemic danger
recognition or attenuate macrophage proinflammatory cytokine
responses (without compromising microbicidal activity) during
localized infections. Many therapies, including chemotherapy, ra-
diation, cancer vaccines, and small-molecule drugs, already use
immune cell–specific treatment strategies (49), but the rational
basis for targeting specific cell types frequently lacks a level of
understanding necessary to optimize such treatments. Studies such
as this one have the potential to unlock secrets relating to inter-
acting human immunoreceptors and control mechanisms that are
not obvious in studies targeting one particular receptor on a spe-
cific human immune cell type, let alone on immune cells from
other mammalian species.
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